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(84) Ji^S (iKm): ARIPO (GH, GM, KE, LS, MW, 

SD, SL, SZ, TZ, UG, ZW), O.— 3 vT^tlt (AM, AZ, 
BY, KG, KZ, MD, RU, TJ, TM), 3 — Q *V /^ttlt (AT, 
BE, CH, CY, DE, DK, ES, FI, FR, GB, GR, IE, IT, LU, 



(54) Title: NOVEL SERINE PROTEASE BSSP6 
i54)m^M(D^^: Sr^-tz >':^n^T— tfBSSP6 

(57) Abstract: Proteins having the amino acid sequences represented by SEQ ID NOS: 2, 4 and 6 and proteins derived from these 
proteins by deletion, substitution or addition of one or several amino acids in these amino acid sequences; base sequences encoding 
these proteins; a transgenic non-human animal having an altered BSSP6 expression level; an antibody against BSSP6; and a method 
for detecting BSSP6 in a specimen by using this antibody. 
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m m m 

0fM-fe V :/^n7"T— if B S S P 6 
T^^ ThBSSPej :^X-Cf TmBSSPej i:^^L. rSj^^ESiJ L/^V^:^-^ 

TBSspej t-r^, ) .-j^y K\ ^tb^3(7)tB(Wif^, f^M^. 

10 h B S S P 6*Dj;U«mB S S P 6 ^ l^y<i:7 i^xfi^h B S S P 6*3j:t)«mB S 

25 ^ 1 5~6 oflia^cDT ^ 7 ^as^^ b^Efe-s^^-^^fcr^-^-r-s-^-T"^ K i^m^y^' 
m-^. m^mm-r^m\z.i^mmi:^^v-T—^xmm''^.^^ti^ mm^^^^ 
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2 

-fey >'7^a7^T— ir-cDSiipHtl. 1^ti7i)-bg§TyU;^7 y ^o-T-Sfi-il^f:! 
3 0, 0 0 Oi^XT(Dm^^^^\^\ 5>^»(D;'^^VNjfiLr«@ • mm ' liftr^rn^ 
10 r— if{±. -t--<T h y ■7^>'^iHr y >'7^nxT— 1f{::JR LT4oi9 . -tl^tt^< 

15 ^iE^iJ^S^^^$;n.TV^-5o ^(D:)7'^i^X'0 . Yamamurab (Yamamura, Y. et 

al. ; Biochem. Biophys. Res. Commun. , 239, 386, 1997) , Gschwend^ 
(Gschwend, T. P. et al. ; Mol. Cell. Neurosci. , 9, 207, 1997) . Chenh 
(Chen, Z-L. et al. ; J. Neurosci., 15, 5088, 1995) *d J;t/-^(Dftil(D#i6:(7) 

20 !>^m^9 - 1 4 9 7 9 o^mm^-^s^atmm-^ v >^y'uy^T—^=^=L-u 

>->- (Neurosin) •/J^^T^TT^tlXio'O , ^/c — ^ — u v-VfiBiochimica et 
Biophysica Acta, 1350, 11-14, 1997i^ t $g^$iXTV ^mid J; ^ y >':7' 

25 :y^'Jjm-i. ^m^^^i^W.M(Dmmi^'^mxh^zth^^tiX\^^^o 
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3 

ADcD^mnWfi-i^B. DSM-I I I R^o j:t>'N 1 NCD S -ADRD A(D 
W^Wr^'^ (Mckhann, G. et al. ; Neurology, 34, 939, 1994) ^/cf*. DSM 
5 — I V(Df|;|SffS2i (American Psychiatric Association ; Diagnostic and 

statistical manuals of mental disorders, 4th ed, Washington DC, American 
Psychiatric Association, 1994) tcSoV ^T— ilS'6^iC=fTt?tLTl/ ^-5o L/i^L, 

m^t. TJiyyy^'<-^~m(Dmm^mxamw3^^^t i^xmrnn^miim^^hti 

T/i^yy^-c-^—m^^tsm^m^i,^mvx^mxh^m^ii^t'^j:\^\ ^ hiz. 
20 CT ' MR imm.nm-hm^^htix\i^^:^K mi(Dmm^pvLm(o&m^mi±T 

ntm^^^tz.t). m^^^mwLf^xm^^'^\t'^i)^x^^(o\^mm'^mt(D^x-h^. 
1) ADi^wM(D^m^^£^j}^¥\^^>^'rJ>^. 2) AD(Dnmmm^-Mfc-ti^m 
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4 

10 TI/^T'^V^ 

15 ^ L< (iy >'^^i=tc5ijitL. miS.mtm(D^^m^mnxmm^j^A^ . i^<Dt^ 

>';6^i§m$n^^< mm(Dmmtmm^-^ h y ^:^^5J-^?i- 

20 hV -y^ ^^^7^mir=5mmt\^X^i:i^mzf T^TT—^ (Rha, S. Y. et 

al. ; Breast Cancer Research Treatment, 43, 175, 1997) t-^V^y'^TT 

25 y — >5r'>'Ti:7^^— ^- (U-PA) i'^h^o u-p Ait.^:yy^^^M^Mm^it 
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5 

P) (Taketa, K. et al. ; Tumour Biol., 9, 110, 1988) ctl/ilSfl^i-^'tt:? V 

10 (CEA) (m^1^-ClA<fijffl$nTi/^a, #5tt. W&^—ti~(ry.Si^ 

2) fiSfI3tM(D-^-;* — i: LT^ffl-efe5^<^y5S$g^$;^^XV^^, ^/c. hK 
15 2 nmiLB'^m^'otfiW-. (PSA) (DiS^iJ^ 7 8%OtilRltt^^LT*5'9 . PSA 

hm^fi^^(D±it^^^-^ — :fJ — tLXJj:<i^m^nX\^^^ (Mikolajczyk, S. D. 
et al. ; Prostate, 34, 44, 1998. Pannek, J. et al. ; Oncology, 11, 1273, 
1997, Chu, T. M. et al. ; Tumour Biology, 18, 123, 1997, Hsieh, M. et 
al. ; Cancer Res. , 57, 2651, 1997) , ^ h K 2 itm 11^^(7)-^ — 

20 fznxfj:<. m-^(D-^~-ti~ti^xi^^mxh^zt^m^^rix\^^^ (cho, j. 

Y. et al. ; Cancer, 79, 878, 1997) „ "^(Oi^^ ik?f4^-t^^ h^^^^l 9:7 
^ > h ^m\'&-r^ 7 (CYFRA 21-1) (ifl^^i^^ffltr-fo-S ^ t (Sugiyama, 
Y. et al. ; Japan J. Cancer Res., 85, 1178, 1994) , h U '^Mcm^^'f- 

Kmi,iH^*: (ProGRP) m^ybmmmzy^\^xmmf£mm'^~-:^—xh^:it 

25 (Yamaguchi, K. et al. ; Japan, J. Cancer Res., 86, 698, 1995) 
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'Lmis^xfm^co^mm.m^i^\^^x. r^i^-yy^^-^—m (ad) . ■rA/;^l^^. 

5 

— - >'^l-^5^LfCe t hff*I-tr y ^':7^P7"T— if (hBSSP6) (D/^KflvMfi 
T 5 yg$2 2 9flii/?)-p3i5Jci9 . miLBmnT ^ ym2 8 2m (iE^iJ#-§-2. T5:/ 

10 ^#-^- 53-229) 7)^^/^ 19. ftaMtt 2 5 0 fill 2 . -21-22 

■t^ X'0±m(Di^ >y<^MXh^ t^^hth^o ^hi^. h B S S P 6 (D^MM 

(li'.T. E^msnh B s s p 6) (Dj^mmar ^ ym2 5 4m (ia^ij#-^6. 
y^ii-§-i~2 5 4) ^>h^j:^zt^mmi^tio -^^:^mm±v ^yrny^r—^f 

15 (mBSSP6) CDj^fe^^MttT^ 7^2 2 9f@ (@a^iJ#-^4, T ? 7 ^#-^ 1 ~ 

2 2 9) ^^b;5fet9 . MtiT^: y^2 4 9fia (id^ij#^4. T5:y^#-^-2 0 

— 2 2 9^^^;3}o'9 . ftjAZll^iy^T^ y ^2 7 6flil (ga^iJ#-^4, T ^ / ^#-^- 
47-229) ^^h!^^^t^mmLtlo ^fc. )55cSliM(^-fe y :^-7^D7"T— if(D 

20 ^$nTv^;5o 

^'^D 7"T— if h B s s p 6 *D ctt/mB s s p 6 T 5: y m^i^^m xmMT 5: y ^la 
m^='~ K-r^i^Ma^ij-c-$>So 

-t^aio-h. ia^iJ#-^2 (T ^ y ^#-^1 ~2 2 9) (ctJ^-tt ^ yi^2 2 9fii75^ 
25 T ^ y ^la^iJ h B s s p 6 (ia^ij#-^ 2 ) ) jo J: t/f^T ^ y geia 

^ij^=r— K-r^igsia^'j (sa^'j#-^i. igs#-^2 7 2 — 9 5 s) -t^-s^So 

(d. ia^iJ##6 (T^ y^#-^l ~2 5 4) {«l^-rT^ y ^2 5 4f|i7i^bi55c-5T 

5 y M^iJ h B s s p 6 (ia?ij#-^ 6 ) ) :jo J: Tj<f^T ^ y ^ia^ij^ =1 - 
K-r^J^sia^'j (ia?ij#-^5, 1 4-375) TfcSo :^/c. mm^ 
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10 f^^T^ y sSiE^ij (^BMm B s s p 6 (iE^ij#-^4 ) ) *5 j:t5f^T ^ y mM^m 

15 :$^^m(Dm 2 (Dmrnit. f^mm hBssper^y ^la^y (la^y^-^ 2) (dn 
mi^im^. ia^ij#-^ 2 (c^r:-r- 5 s^o^b- i^'^'(D5 smcor ^ ymm-^M^n 

fz. T 5 y It 2 8 2 m:/)^hm.^T $ y gglE^iJ (iuSzAiM h B S S P 6 (ia^ij#-^ 
2. T ^ y^#^- 5 3 — 2 2 9) ) ctm^T ^ y K-T^igSia^iJ 

(ia?ij#-^i. -^£##1 1 3-9 5 8) -efc6. ^fc. mmmaMmi^mm 
20 -r 6 T 5 y ^^la^ijib^ J; ummmMEm {zmi&L-r ^r^y mnm ^ =< - k-t 5 ±^ 
sia^ijt-^t^o ^^(crixbcT^T 5 ymnm^^ir^^>y<^n(Dmmit-h^t\\ 

^^m(Dm 3 cofiiitfi. j5gs*Si hBssP6T5:y ^iE^iJ (ia^iJ#-^ 2 ) con 

ia^ij#-i-2i:i^-r-2 i~^^'(D2 \m(DT ^ ymtM-^M^fh 
fc. T ^ y^2 5 ofig;o^^^5T 5 y^sa^ij (^g^hBsspe (ia^ij#-^2. 

25 T ^ y 2 1-2 2 9) ) ^iiXM%T ^ y K-^^i^Sia^iJ (lE^iJ 

#^1 . igs#-§-2 0 9-9 5 8) Tj-fe^o ^/-cis ■^'^.^{z.mimkz.mi^ir 
5 y^ia^'j*3j:t>'^W6tit:i!^ia^'j{^^fiiii-ST$ y^ia^ij^=3- K-r^J^Sie^'J 

:^^P^CD^4 cotgltti. ^f^MmB S S P 6 T 5 y M^lJ (ia^lJ#-i-4 ) (DN 
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*iSjIiJ{C. ia^ij#-^4fc:^i-- 2 O-h-h- 1 ^-e(7:)2 Of|il(DT ^ y ^;^s{^^p$;jx 
T ^ y 20-229) ) *3J: U^f^T 5 / ^ — K-t-S:^S@E^'J (IS^iJ 

#-^3. 8 4 — 9 3 0) T-fo^o ^/c. -mn^i'mmm^imm-r 

:$:^m(Dm 5 (Dt|#tt. iSjcf^SymB S S P 6 T 5 7 itlE^'J {ia^iJ#-^4) ON 

is^ij#-^4 i^^j^i"- 4 7 7i^p3- 1 ^x-cDA 7m(DT^ ymi^^-^i^u^n 

fz. T ^ ym:2 7 em^^hm^T z ymnm (tuiii^MmBsspe (la^iJS-^ 

10 4. T ^ y ^#-^-4 7 — 2 2 9) ) jo J;t/f^T ^ y Ki-^iggSE^iJ 

(iS^iJ#^3. 0 3-9 3 0) -^-fe^o ^fc. ^S6^{^fM^iJf^*lii^ 

^mm(Dm e (ofii^i-*, h b s s p e (Dmrnmr ^ / mnm mmm-^ 

15 6(DT5 y^l — 2 5 4) CDNT^y^l^, ia^lj#-^ 6 {d^i"- 2 1 — - 1 ^T-CD 2 

1 fil(DT $ ygfe;i5f^^p$;fLfc. T ? y^2 7 sfm^^pD/^ST ^ y^ia^ij (^^M 

hBSSP6 (ia^iJ#-^6, y^#-^- 2 1 — 2 5 4) ) ^XXJ^mT^ym 
Ki-^i^Sia^iJ (ia^iJ#-§-5. j^S#-^5 1 - 8 7 5) -CfcSo ^ 

20 lE^ij^^— Ki-5±^Sia^iJt>^tPo ^ e>id^nb(DT ^ y^iE^ij^^-rs^>'^^° 
:$:^pj(D^ 8 (Dfiiitfi. m 7 (D-mm(Dmw^nwmm^^ h B s s p e ^ 
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9 

-^WPi(Dm \ \ (DWm\±. M9(Dt|^(Di7Lf*^ffll/^S^^#:4^<DB S S P 6 
^ ^ « * ^ (D ilf it ^ JJ ^ i- S :^ & -c- S o 

-^wT\<Dm 1 2 (DmM.\-t.. B s s p 6 ^ ^^^^^m.^'^ts^m-(Dm^'^—ti~^' 

fc. ^0^*ffl*}Cjol/^T. #feL7'^#PRi9 . BSSP6. hBSSP6 (^^Mh 
B S S P 6 ^-^tf) . mB S S P 6 tdti. _bie}^^ L/c^T 5 7 ^SE^U^^-I-S 

mi fi, human multiple tissue blot^ffll 7 IfVy^'a h CO?f;S:^^^^lll 

Il]2{i, human multiple tissue blot ll^ffl V ^/t 7 if ^^:7'a hcD/I^H:^^ 

ll!3(i, human brain multiple tissue blot II ^ffl V ^/c 7 "If d Y<D'i^ 

I2]4{i, human brain multiple tissue blot IV^ffl V ^/c 7 if >- n hcDJi^ 

ii]9ti. h B s s p ecDSW^^tt^^-rm-efoSo 

DlOfi. iTLthBSSP 6^f*^fflt/^/cMmx.f^B S S P 6 <D^\^^7f^'^m 
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2 (r ^ y 1 ~ 2 2 9 ) idTj^-fr 5 y ^ifi^Ufir ^ y ig? 2 2 9 

^S^^^^S h B S S P 6^^M^5V^(i^^t4^^5'>'^■^°^KT^$?'9. Y 

2 (T ^ y 7 0 ~ 2 2 9 ) iZTT.-rr 5 y «^iJtiT 5 y ^ 2 

9 9iii7i^bfi5cS h B s s p 6t^^^Il^M^5'^^^^K"efe«9 . K-T^ifeS 

7 0- 1 tt^^:7°ngP:9'$>5VN}S^n^^T?fe'9 . h B S S P 6 ^5^ 

m^m^- 2 (T ^ y m^^— 21-229) t^^-rr ^ y mnmnr ^ y ^ 2 
5 ofla^i^bfijcs h B s s p emm^>^<^nx^^ . ^tL^=^~ Y-r^m.mmm 

y^#-§— 2 1 ~- 1 (^:7"u:ragp^$?5i/Mi:/D§p5^T'fc'9, hBSSP6^ 
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ia^'j#^4 -2 2 9) iz^^irT ^ ymmm^T ^ /m2 2 9 

m-f)^hf^z^mB s s p 6 imt^Mh=bi^a-^^m^ ux-h^ . K 

ia^iJ#^4 (T^y^#-^-2 0-2 2 9) td^-TT^ y ^g£^'iJHT 5 y@t2 

4 9f@;6^b)5fe§mB s s p 6 m^i^ '^y<^ wxsh ^ . ^tt^^ — Y^'-T^^mhin 

y ^#-^- 2 0 1 tty^l/:7^a§|35>fo6V^{i;y n$lS5>'C-fc'5 . mB S S P 6 ^ 

ia^iJ#-^4 (T$ y^#-^-4 7 — 2 2 9) d^i-T ^ y ^ia^ijfiT^ y ^2 
;iH*^^^n5::cb^fiE0^LTv^6;65. L < {»T 5 y «^iJ-t;-$5§o T^y 

4 7~- 1 {iy'■V7^u^5>fe§V^{i7-^o^P57•■T:•S5'9 . mBSSP6^i/ 

ia^ij#-§-6 (T5 y^#-§-i ~2 5 4) (c^-rr^ y^ia^ijfi. T^y^2 5 
Amfi-hj^^mmm.Y^ b s s p e>(Dmmi-h^\^^\^m\&^iy^<^w^~-h'o . ^ 

Ki-6i^S@a^iJf*:^S^7 6 2flil7i^b^So '^^Mh BSSP6<l:hB 

ssP6<b(Z)T^y l^ia^ij_h^-(7)^^(.i, hBSSP6T^y ^la^ij (ga^iJ#^ 

25 2) {i^^M h B S S P 6 T ^ y itia^lj (ia^iJ#-^6) (DT$y^#^4 6-7 

0;i)S|^*^^/c@£^iJ-Trfc5c r^s ^^§yhBSSP6l;i-M9E^^M<h«hBSS 

ia^iJ#-^6 (T ^ y^#-^- 2 1 — .2 5 4) d^-f-T $ y^iS^ij}^. T^y^ 

2 7 5iIi7^)^e3J5feS^^Mh B S S P 6 <DmmW-^ ^y^^WX'h K) . ^tl^^— K 
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:*:-|§PJt7)h B S S P 6 ('^^M h B S S P 6 ^-^tf, liiTlw] ^L<{imB 
S S P 6 V-r^^m^i^m. >y<^ W^m^l.X\,^^mjm:^'^hmRN 

5 A^PMLT. '9 -^iMDNA(c:^^mLT#6C^/6S-e#^o mRNA 

(Dmmiat^'T=-i^:^-( y^:tiyT^-^- h ' mt^^l^iy^M.^m (Chirwin, et 
al.. Biochemistry, 18, 5294, 1979) ^^ffl V ^^ " ^ 75S-e# 5=, ^RNA^-b 
O^ y (A) +RNA(Df«tS:ty (dT) ^IS-a- L/cffif*. 1?iJ;t«'-fe:7T n 

10 fflv^-r^T9 ^ So iitfi(75-ir < LT#en/cRNA^iSMl3: LT. 3' 

y (A) m.ii^mM^'ot^^v =i' (dT) ^/c{^^>'i5^"i^7^^'i'-^ 

— fo^l^fi h B S S P 6 L< }imB S S P 6 COT 5 7 ^iS^iJCO— f[5i;itgJ^:i-5 

=f#e>nfcmRNA{«ltiti&^^^DNAt) L< c D N ATi^b^S^^-f ^" y ^/ F(Dm 
15 RNA0^. i^J^fi"^— . =3 y (E. c o 1 i ) RN a s e H, =^ V D 

NAxtf y y ^— i?" 1 , -r— . =1 y DNA y if-e^SL. DNAf^id^m-rs 

hBSSP6t,L< fimB S S P 6 itfST-i^SlE^iJ ^ d-^isfe LTt^^^ 

— ^fflV>-C. h B S S P 6 b< {ImB S S P 6 Igia^ffllS^y (A) +RNA^ 
20 ilSytvlL-CRT-PCRi'itClJ:'^ ^n-ri>'^-i-^- <t t^RTt^T^-feS, ^fc. P 

CRivliPj-r. h B S S P 6 L< t±mB S S P 6 jt<E^:^£iE?iJ^ <t t^^^n 

— ^'^#M--^^L. liii^c DNA^-T:/^ y— y — -v^x. gfi^t-r 

25 -C#So ^llP^^Om-fS^fi. FiJ;i(i'Al^^4^-f 5: i^^'-f h:fe (Mattencci. M. D. et 

al., J. Am. Chem. Soc. , 130, 3185, 1981) ^(Dmmit^^f^^m^^^hm'm^ 

0 (CbT#bn/ch B S S P e^ytJimB S S P 6jt{5^^^ffiV^T. 
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y ' zfuy vm^cDm-^. h B s s p 6 \t.m(D^m±. mk. mm., 
.hu. mtim. mm. '^^m^m-^-^^mE-^hti. mBsspe^i 5b ^(d^ 

RT - p c R^?tfT^o#'g^^;ljo^^T^l. h b s s p 6 \-Xj^W(Dmm^ ^nmtiWt-^^ 

m^Mm^^h^. mB S S P 6ttiT^j,^:i>e>Ml 2 0^T'CO-v"^^(Dflgi, *3J: 
U^^m4 ^^cO-v'fi7^(Dmj3:ifl7^-T;-^m;0Sigi^)biXfCo ^/c. '^mMhBSSP6 
COmRNA{itijAZ:]j^;^*ffl5ai*l:-foS PC 3. DU14 5. L N C a P t:!^?! L . 

^ (AD) . xh-h^k.. mmmm(Dm^^^(DX-^m.ii x,nwm\z.%\m 

m(Dmi'R^(Dwm-^m-^^^ir^m^±xif^^m\z.^-^n^. ^h\^. la^us 

^m^. ^^m(D^^^y<^m.(Dm^^^'r^m^±x^^m\^^^^n^o 
t\-t. Mm. x^. m\\imxI/-^f:z\■mx^^t^t%^■•t^o m:^. m^m^2 

L< fi4(C^r:-rhB S S P 6 t> L< (imB S S P 6 ;5g|*iM^ V^^^ K(7:)N7^ifiB 
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5 (Grantham, R. et al. , Nucleic Acids Res., 9, r43, 1981) o t^oT. ^ K 

^^j^Afe (Mark, D. F. et al. , Proc. Natl. Acad. Sci. USA., 81, 5662, 

10 m\^^>t-^xno :Lti)^X^^, 

li6^7^?±^SiB^iJ t -f V Xi-^ Ztt'^Xt. ;^^o^cDi^giE^iJ{i J: o T =f 
- K$t^§^^/^^^^®;^s^^0^{:: h B S S P 6 L< fimB S S P 6 <!: [^^ 

B^(^:i^tt5;^ h y h/^^{4^t tt. 'fjij;t«\ 5XSSC. bVoy'^lyy^— 

VWM (0. 1 %B S A. 0. 1 %F 1 c o 1 1 4 0 0. 0. 1 %P VP) . 0. 
5%S D S joJ:tJ^'2 0 M g/m I m'^-^^n^T^N A^^^-t^^m^k^X. 3 
20 7'C{;iT— ^-f h oV^T^^MtCTO. l%SDS-a^2XSS 

CX'&c^-r^m^X^^o S SC<7:)'f-tt)i9t::iSS:S S PE^^^ffi LT'bctV^ 
Sa^iJS-^ 1 . 3 ^/cfiS 0^^-ri^;6^(CfS«t(Z):^Si£?lJ{cS-:5^^T. h B S S P 

6 'bL< fimB s s p Q'&^^^^\^-rhtL^(D-^u—y"^m-^ir^^tt~^x^ 
6o fo^v^fi. ::tL^(Dii:Sia>?iJ^'^ti'DNA^RN A^J:ii|iii--5/-fe(D:7'^^ 
25 '^—^^^'^-r^^tt^X^^o ^X.htifzm¥\^ht\z.y"^~-^'^y^=7^-^—^ 
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Kill 0 0^mf)^h^^(D^^'Ch^Zt:i^^-m-^ 
^ ^i^. h B S S P 6 L< (ImB S S P 6 (D c DNAi^S 

@a^lJ^-S-^■V^T. hBSSP6tib< UmB S S P 6 it'fS^ 

{1#^¥6 - 1 8 1 7 6 7-^, J. Immunol., 155, 2477, 1995. Proc. Natl. 
Acad. Sci, USA., 92, 3561, 1995) m tmm(D:ffm-X:' ZiXhCOmmmi^CDm^^ 

(l^J^if. I n V i t r o g e n^±M(Dip B AD/H is, p R S E 
TA, pcDNA2. 1. pTrcHis2A, pYES2. pBlueBac 
4. 5. pcDNA3. 1, pSecTag2, N o v a g e n ttS^cD p E T . 
pBAC. Promega i±i^(D pGEM, Stratagene |±Mco p B 1 
uescr ipti ItiL<{lPharmac ia ^±m<D pGEX, pUC18 
yi9. pFastBACl (G I B C 0|±^) ^ ^//-^i^ 

^-X'hrntm:im'm^tlfd:\^^:^K $?*L<il. *Ml5«fecD p C R 
I I -TOPO-<^i? — . ^XV\ ^ll6^}cA^U#5^^-<^ ^— . f?iJ;t{i'p 
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S e c T a g 2 A-<^ ^ — . pSecTag2 B-^^ ^— (Invi troge 

mmUMmmm) :i.f*:6<]{cti. ^^^^v'^■"-^/^i: LT. h y:7°v':/^/^~■ 

IS. ^^^ti L< fi;^-r 3S5^0^M;iS^if btL^e '^J;tfi\ CHOrMlS. COS 
BHK^«. VeroTj^EBIS. ^^o— ^rf^ffl^. HEK2 9 3^IS, HeL 
a ^-fflia, J u r k a t ^^^L M^^. r> ;^ C 1 2 7 r^^. f> ;^ F M 3 

A*BJ3S. -^-^^li^lit^M. fl-^«. Ml^-WMm. S2, Sf9. Sf21. H 

i gh F i V e''"-^ immmm) mmmr-h^o ^mmmi^ii^n^u^n^tn. 
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±fe^?a-<^ ^— (T^Ts^f-fflSa-^O?^ Afe<!r LTfi, ifij;tli\ V y T ^ 

^^n/ch B S S P 6 ^fcttmB S S P 6 h B S S P 6 ^fciimB 

h B S S P 6 L< (ImB S S P 6 3t{S^(D^Jl.lx-<y^^'^jl::$ii: 
y-:: h^:/;^v^ixi--;/^#^t M)]it^i:iM-r5o r^-C. h B S S P 6 t> L < Urn B 

5 S P eit'fe^t Jl. hBSSP6'bL< (imB S S P 6 ^^i— K-^-S c DNA, 

h B S S P 6 'bb< (ImB S S P 6 S V ^(^IgiElignO^^, h B S S P 

6 tL< ttmBS S &1i^m^^'^h^^^^^^mi%(r)^^^Xh.m^^. !S^o"d 

(zn://N>i^-^ ^lyy^ly^) i^^PjoJ: 
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mM.Lxi'^m^izmm-r^^B(o?^ij=-xj>.(Dmm. mm^aco:^^ !;--> 

15 ffl#f^^4 8 7 3 1 9 1-^) . ^3Sti$^Ji;ffl^ (E SlSflS) ^{^ffl-f 5 :^»*^cf 

^5fe3t'£^^*A-r5it^^ia^X.t£-Cfo§ (M. Lavitranoet . Cell, 57, 
717, 1989) o fc§VNfi^-<^X V :tVT — i^P 1 <D c r 1 o x P y =i 1' 
-t"—- ^'^■^■f--^;^? n-^-Y-fe-;^ • ir U-f'iyT^^^ (Saccharomyces cerevisiae) 
F L P y =3 \f-j—^mm^X^ in vivo Idjott^^ii^^^^ite^^ffi 

@ >/N^®(7) h ^ v;^ v^-:/^2SAi-^;^^'i'bfg^^n-rv^So 
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RT- PC Rfet;!^ 19 h ^ >:^v^— ^**l5^M#)^1^ttl-r5c ^ 

:^^m<Dy 5/^T'>h-^'>^{i. mBSSP 6 jt'&^(D^tg;5S^t^tl5 J: 5 
Oit^T-^Mb. mtg^^m^it/c h^>';^v=^^-y ^-^-^^^v^^o ES 



wo 00/31257 




PCT/JP99/06476 



20 

ia^y^^i-a^:/^^^ff*/c«^<^iFf>ticMi-§i7i:f*:^s-a^tL§o h b s s p e 

hL< l-imB S S P 6 ^/^(i^lgB^co h B S S P 6 b< «mB S S P 6 (DlilfJt 
(*) ^fcJi^TLJkif tt. :$:^BJcDh B S S P 6 L< (imB S S P 6^f^li^(Dm 

h BSSP6t>b< {im B S S P 6 * J: "9 trC 

':7-!i-:¥, -f^. ^/u^-;/h, ^yh. t:yv?. ir^\ ^yhU^T^s^tf 

hn^:^K ^isXlf^ htmi^i.<nm\^^hin^o ^yhiMVJi sta 
r *5J:U^S D^^ >^ L< . ^ B A L B / c . C5 7BL/6 
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5 # So ^lfeY*'^'(75iTLM(7);fl.'J^fl. ■(^ij;tf»tfl(^^f^fbh B S S P 6 ^fcUmB 

s s p 6 ^^TLjfiLvf ^ ?rs^^$-tirfct^. ^af$(^.i^-g' ^fzmmm<D^^^m\^-r^ ^ 

ft (Nature. 256, 495. 1975) -^^(D^fe (J. Immunol. Method. 39, 285, 
1980. Eur. J. Biochem. , 118, 437, 1981. Nature, 285, 446, 1980) iZVt^^^^ 

10 Jfe-e#So m-^iSzMMt L-Xi-iT^V ='—/i' (peg) -^ir;^^V^ 

'Wmm.imf^t\.x\-tm^\^x- Q z Ag,s . ns-i. psui. sp2/o. 
(iwm) wt'wmmMmmit(on'^\^\^^m\-±i ■. 20-20 : 

l-efoi^, PEG ($?:S L< ttP EG 1 0 0 D~P EG 6 0 0 0) ^10 — 8 
0 yoUm(Dmi^XWM\^. 2 0 ~ 4 0 °C. L < 3 0 ~ 3 7 "CC 1-10 5^ 

«\ h B S S P 6 t>L< {imB S S P Qmw^^mM'^tLit.uw-tmz.^Rm^^fz. 

25 :yA^m^. iat@(-*^'g'by-ctn:hBSSP6'bL<}imBSSP6tn:^$:^1ttUi- 

K— ^i:e«±m^»L. ^ttt^Jt^^^^^^-r-^iSsLfcB S S P 6 ^^P;t. H 
t@{>i;i$-a^L/c^B S S P ^ n— :hybJitf$^^tHi-5;^?i^;55^tf (bn^o 

trCh BSSP6^L< (imB S S P 6^7 ci — :hyuJn;f$:cDilgiJ4S Jzt/i^^ a — 
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^WT#5t5(^^cf?3«'i:-tOj: 9/cetM^fflV^Tt^(/\ -l^ij;!}*', 1—2 0%. 
^L<{ilO — 20 %(D4=5^^^if[Lm^^tf R P M I igitil, 1 — 10 %(D^i^l^5k 

v'-^y K— ^tt«±tf cofcifWf*. ±t£(Dfcimvf 4^(75^h BSSP6tL<{* 

mB s s p em^iMcom^t mm\^i^xm^-c^ -r^^^b-b. m\'m:^mt tr 
«^v^7}--^ Ay T-^'ir^ (R I A) mm^■M■m^'^^ (eli sa) f i 
A i-^it-c ^yr 'y±4) 7^^— M*-^J^:?i^^fflv^§^ir/0^-c 

#5;^^. JbCTt-^j^-Tct ^T'^E L I SA&;6S^?^LV\ 
E L I S Am^^X^y^l^ y — 

^fe^ft^TCJ[^.<^IW]1ll(D^^^-r:^PMb/c^>^^'^M^E L I SA-^U~h(D^'y^jU 

(Drnmi^m-^it-r^o ^mm^^o^Am^mAt-r^Bm-Q. bsa. msa. 

OVA. KLH. if ^^Z/^b L< $/b^^^i§.r>^y^{Clg|^{|^i-;5^. - 

m^mmt \^xi±. ^ -^'9^ hi^y—if. r itry^yr ^j^-^ 
fi. t#*:7'^u— H 1 >>;iiy^^f- Oici florin j^—7)Sff$)^i-5ct 9 t-^^-f:7'y K 
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»tt«i^e^ffiV^T;'^»l#*^tT9 7i\ ibit^(7)flSa^[:^-C-i#^-f-6 (J. Immunol. 
Meth. , 53, 313, 1982) :LtlZ.X'0. / ^ ^ —T^l^m^^n^ Z. t ^'^X^ 
-7^7. 3 F^-C-±^«^tf 0 0~20%(7:)FCS ^^tsUl^i^^mi^^ ( I 

MDM, DMEM. RPMI 1 6 4 0 *3 JlO^M EM#) ^ffll ^Ttt 9 ^ /S^^-t 

:$:^0^{:iJ:S^y ^ n— h B S S P 6 t L< (imB S S P 6 
^^y ^ n— :h/L.^f${^, -^mmKi^n^ h B S S P 6 b< (imB S S P 64# 

y ^@E^iJ<Drei^-'f*#^ixfcT ^ y ^-ia^ij^5i-<fi\ Bsspe:?^^^ — tc^ii 

^WR-t^:Ltt~^X^^, 
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feih B s s p e^fctimB s s p ^ ^~i-^i^^it(D^m^Mii^. m^(D 

o^t^^^X'^^. ^^coi^M-zii LTii. mx.it. ^^m. Tjv=i—jU(tm.m. 
mm.^.t)iMm. siit^^^fe. ^:ty^m^ ({?iJx.«"deae) 

^PM*)*. MiS'L^fi. ^MMMm. mWM^m-^~^tz\±y'^'r-(l^Ah\^<\± 

Mf^^^Pfm(D\^T^p5At-r^ @ ^'ox\ t hskmr^i^y' ^ >^ o . o 5 ~ 
2%(DmmxmM't^o -eofin. ^""'jv^v. a -T^=->m(Dr ^ / mm. 

y v^V, T/^=¥— cfct/t ;^^v^V^(D±^^ttT 5 ^VUn — ^^-7>- 
-t^^w-^^m^fm.\^x. ^w-(D':^mmm:^no^t\^^K)mm.-t^:Lti)-x 

'i^^mt^ V T~i<z^m^^x:^'^i.f^y^-rT>\zn\^xtn.i^i'^9jjm^<x 
tnfi. t(Dm^j:-h(D^}fcr)m^^itmxmm^'^xh^^':^K m^it^z^skmr 

,1=^0. i~2 0. ti-^\.<m^i--^^(Dp\^xu yy''J:y^'^^^:>s'mfim^^h 
Z.tt^X^^i)'^. ^Vu^y^Ty^7=t K^;i7y^At<v?-r ^ K. -^1/^5 K?£tt^;^^ 
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h B S S P 6 L< {imB S S P 6 ^fca^(Dm)i{:iM'r^^y ^ ^—^Jl^tfi 
W-f£hmzyt°V ^ ^/Pjn:f$:}t, h B S S P 6 t>L< fimB S S P 6 ^^3^L 

^i^^m^^X. :^^m(DhB S S P 6 hL<l±mB S S P 6^y-cfi^(Diff;T-<bcO 
^^^^^^l^-a-tcSo^, hBSSP6tL< ttmB S S P 6 *fc(i^(D|^jt^ 
mm-r^^t^^^X^ Mci^^iM. wi^b(Dfe^^*^fflV^Th B S S P 6 L< 
UmB S S P 6 L< «^<DKlr>i-^^|iJ^i-5:fe-i'i<b UT{±. ^mmRi^ 
15 tC/i$'g>$^tfc^ft:i:^f^^kijC{*i:{c: i 19 h B S S P 6 ^ L< (imB S S P 6 

^/c. I^iis-fbh B S S P 6 t L< (imB S S P 6 1^|$:43CD h B S S P 6 'li L< 
flmB S S P 6^/c(i^cDKff>t^feitt:tlt'g-6^t::Sit:$-a:. tfii^t^}t^i.f:imm 
UJWMA^h^W^'^(DhB S S P 6 L< {imB S S P 6 ^ fc(^■^CDilTK■^tl>J^-^ 
20 ^m^-B^mm [^xm^^COh BSSP6'bU<{imBSSP6 ^fc{i-^cD|fT>r 

1^v K-f -^^^fetdcta h B s s p 6 L< {imB s s p 6 t.fzn^(Dmn(Dm\ 

m^^oh^Xit. ^-r. lll:^{bi7Lf2^t hBSSP6'bb<{^mBSSP6^/cti^ 

25 mn\^Xm'^ittn.i^- hBSSP6t3L<{imBSSP 6 ^ISc^^:^a^*:^?F0i^Jo$i±■ 

§ 2 ■y:/-?^ t> L< itm-^itm-i^. mi^itm.wtoj:7yh Bssp6t^L<{im 

B s s p e^/cfi^cDiffJt^I^Bttc^-g^i-^ 1 :^y^yy'mf£ii^m\^^^:Lt^^-x 
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-e^^o *a#:^eS*Lfcta^$(i. iter v^^b-i" h U ^^^(DP;^^SiJ(D#i4T. 
v-— 5: — 4- (N — U-f .5 ^yL-) ->:^' u ^=¥-t^>-— 1 - v- 

hjo j;t5N-^:^ v^-f 5 v^/i-- 2 --^ i/-r 5 FT-fe7"— ^^c^^"^fflv^^-v' 
l/^ ^ K?*. 1 -^f^yu- 3 - ( 3 - 5 7 :7' a \f jv) ti)^-^^\y4 5 K 

yP- N- t Kc3 :3r->1^^ i^— 5 K^^-x/Wi. "S:^-^ ^ f^- ?> - ( 2 - 

Kf>54^ffi^ ^ U-T— ir\ t^Vi^^ - 5 -^t" d-Y V ^ ^— tr\ a - iJ'"' y ir n 

p^^UT— if\ r>i/T— if\ if. ^Vu-rj — 6 -^;x:7 3i— hr^'t K 

X2>f-Y~-M.^ ^"/UziT ^ 9—^. T±^/\^=i V 'y=^:^y^'7—^^-A^^Mifhti. ^ 
5t!^M<i:LTtt. m^l-£-yyi^:ti-±^ y^T^-— h. -7 4 ^^'V -^^r-^ 'y. 

^^/WT/i-7=^"t K^;OS^(-f bti. |g3t4^K<t LTJl-f yyi/^ y — /K jVy^^>^ 
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10 l€^^|J^ffl^/^^„ mmtLx-</i^:t^^>^~if^m\^^^m^iM. mmmmtL 
Ti/u i^:^/i^yrs>m'] T>^=-^j^m. (abts) . 5-T ^y-^vf-^^m. :t 

yH>7in^l/Vv^T5 4-T ^ yriy^^ifV 3, 3' , 5, 5' -7" h 

^mMtl^Xl-X. N, N' -^TyUh^^z^UVv^-v-l/^ ^ H\ 4- (N--VI/ 
K^;3f-y-^^ . v/^-Y 5: K:^:^^/^. 4, 4' -■i/^:^t:°y v?^', ^(D 

LTfi. m-^l^X-oXa. ^cD:7^^-y >- ^iJ;t(^Fab' . Fab, F (a 
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mi'^MMn. ikrS. >^<. PM?^^^(^f$ft^. h b s s 

5 P 6 t L< fimB S S P 6 ^/-^{i^cDlDfjt^'a o V Ml »ttjiif$^ 



10 MMMi W^m.±^J ^^y^^^T~^(D^ 

human brain cDNA library (Clontechi±) ^^^\Z\^X . 7' ^ -v- — ifi^lj 1 ; 
GTG CTC ACN GCN GCB CAY TG (iE?iJ#-^ 3 6). 2 ; CCV CTR WSD CCN CCN GGC 

GA (ia^ij#-^3 7) \z^-r± y '^y"^'rT—M\z^m(DT ^ 

15 /zU 10xExTaq/^.y:77'— ;^5;/K dNTP^5//l. _tte7"^ 

— lOpmol. ExTaq (TAKARAtti^) ^ 0 . 5^1 ^IDX-M^tK-C^ 
S^5 0Ml<tL. 9 4°C. 0. 5 5>. 5 5°C. 0. 5 6^. 7 2''C. 1 
^/U-C-S 5 [h]P C R^fToTto ^(DPCRM#J^TOPO T A n — :::: ^^-^ 
h (Invitrogentt) ^^<^-CD p C R I I - T O P 0-<^ ^ — <!: . Mi^X56^ 
20 fe^^gLfCo {^^s/ h??^McO:^v:M0T o p 1 0 dff^KtemL. 

LB (Amp+) y-U— h (1 0 0 g/m 1 (DT^t'^^y ^^-a-^-rS) 

— (ABli±) ^ffi^/^T1^-f ^yuv^— :i^^>';^fe{^J;6igSiH^ij(Di^^^no/co 
D — :x(Did^iJ^G e n B a n k -CtSl^tt^P ^> Tt^^-Cfco/c^ a 
25 — B S S P 63t^E^^^::oV^-C 5 ' RACE, 3' R AC Efed J: <9 c D N A 

mtm^^^(OmRNA<D:k^^y)m^J:^Xl^tL, ^:lX\ B S S P 6 a — ^!)# 
m^yy^-^—. GSPl^^'^^-^— (hBSSP6Fl (iE^iJ#-^l 8) ^fctl 
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hBSSP6R2 (i£^ij##2 4) , J;t/G S P 2 (hBSSP6F2 (ie^ij#-^ 1 

9) ^/c(ihBSSP6Rl (@E^iJ#-^2 3) ) ^{^ML, human brain Marathon-Ready 
cDNA (Clontechlt) ioJ;t/human prostate Marathon-Ready cDNA (Clontech^±) 

5 — (DV^-ri^ 75^-^-9 4 2 5^^ 1 i^-r ^yw. 9 4°C. 3 0#\ 6 O^C. 3 0 

/ 1 0 0(:i#-i^L/ct>(D^ 5 K 1 0 x/<:y :7 7- — 5 jLi U dNTP^S 
Ml. 10m M(75±t£G S P 2 •T'^-r-^ — (7)V^-ri^;?)^^ 1 0 p m o 1 . 
Mi~SAP 2 7'^-r-^ — ^ lOpmol. ExTaq^O. 5^— :y Z^^tK 
10 X-±.m=^ 5 0 u \ t ^tmm^PCR^n^ti^ ^CDPCRM#)^JifETO 

PO T u—^l^^'^^y h^m^^X^ a~-=L:y^^l^^ v^— ^ ^tfl/ Nfij 

15 ^ 1 iCl^i-:^^^^-^— (^^M (brain) ^^Xj-mtLU^ (pros.) h B S S P 6 (D 

^'ir(DmRNA^iiitiS-r^/ci6t^m7'^5Forward:7°^'f — ^^ftbf') ^{^$^ 

human brain Marathon ready cDNA^o J; t/human prostate Marathon ready 
cmk^m^t LTPCR^^TV^IWI— u — ^'-C-fc^^ ^^?tlf^L. rtL^TOP 

0 T Ai:7 hiCjg^ii-CDp C R I \ -i: OP ^ ~\Z.{7 xj—=- 
20 >i5'"L. ^SCO c DNAi:^ n — ^tJ^Ao/c^'^:^ 5; KpCRI I/hBSSP6 

^t#/Co l^^^dG S P 1 , G S P 2 ^mouse brain Marathon-Ready cDNA 

(Clontechit) ^^SK- LT 5 ' RACE, 3' RACE^fe^ttl/\ ^ 
^'XT-^'^'^<Dt@|5]'tt(DfcS3t{5^^p OR 1 I /mB S S P 6 ^#/Co 

1 *5j;t)^3 f:ih B S S P 6*5j;t/mB S S P 6 Ki"^ c D N A(Di^£i£^iJ 
25 iS^ij#^2 joJ;D^4i^::nb(Z:)i^Sia^iJ;0^bti^$tLS h B S S P 6 

^W*3cttKmB S S P ecDT^ /m%m^^-t. 
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1 





7' 7 {-7-^ 




IB ^iJ 




human 


BSSP6 








1 8 


hBSSPBFl 


Forward 


TCAAGCCCCGCTACATAGTT 


RACE 


1 9 


hBSSP6F2 


Forward 


ATCATGCTGGTGAAGATGGC 


RACE 


2 0 


hBSSP6F3 


Forward 


GGACTCAAGAGAGGAACCTG 


^■ftffl (brain) 


2 1 


hBSSP6F4 


Forward 


ATCATCAAGGGGTTCGAGTG 


mature 


2 2 


hBSSP6F5 


Forward 


CTGCCTTGCTCCACACCTGG 


'^"S'ffl (oros. ) 


2 3 


hBSSPGRl 


Reverse 


TTCTCACACTTCTGGTGCTC 


RACE 


2 4 


hBSSP6R2 


Reverse 


ATGGTGTCTGTGATGTTGCC 


RACE 


2 5 


hBSSP6R3/P 


Reverse 


AACTGCAGGAACCAAACACCAAGTGG 




mouse 


BSSP6 








2 6 


mBSSP6Fl 


Forward 


CGACTTCAACAACAGCCTCC 


RACF 


2 7 


mBSSP6F2 


Forward 


CTTCTTTACCCGAGCTGTGC 


RACE 


2 8 


mBSSP6F3 


Forward 


TAAGCTAGGAGAACTGAGGC 


^ftffl (pros. ) 


2 9 


mBSSP6F4 


Forward 


ATCAAGGGTTATGAGTGC 


mature 


3 0 


mBSSP6F5 


Forward 


CTTACAGGCTTGGGGATTG 


^fiffl (brain) 


3 1 


mBSSPSRl 


Reverse 


GATGATGCCTTGAAGAGATC 


RACE 


3 2 


mBSSP6R2 


Reverse 


CATGGTGTCTGTGATGTTGCC 


RACE 


3 3 


niBSSP6R3/E 


Reverse 


CGGAATTCGCATTAAGAAGAGGTTGGAG 





2 hBSSP6'^L< ilm B S S P 6 jt{5^^(D t J:r/-=?' ;^Sji^ 

QuickPrep Micro mRNA purification Kit (Amersham-Pharmacia) (D'T'ti hzn/u 
^^{^(g^LTto w(D:7^/l-i5' — ^ p C R I I /mB S S P 6*Dj:t/p C R 1 

i/hBsspeiOmBSSpe (Df&mi^^='— Ki-^^P5)- (ia^ij#-^ 3 . m. 

10 S#-§-2 4 4 — 9 3 O) *3 it/h B S S P 6 (DiijJcIif*^^'— Ki-^^^ (ia^ij# 

-^1 > i^£#-§-2 7 2 — 9 5 8) ^^il.^~iT.^^t • L. a-'-^-P d C T P 

tlo IWimd^ human multiple tissue blot^ human multiple tissue blot 11^ 
human brain multiple tissue blot 11^ human brain multiple tissue blot IV 
15 (ClontechttM) BI^ pCRI I/hBSSP 6 (DfM^^i^^ =i — Ki-^^IS^T"^^ 

m-^Ml^s a--'-^P d CTP-T:-^!^L/c:7^P-7''^5 X S S CT'^f^L/cb 
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(Dh.. ^ Z°CX^—mMW.\ts^^1-^, ^cDt^. :7^yl.:?— ^2 X S S C/O. 

1 % s D s -r:m^ 3 0 ^j-PbI. ixssc/0. i%sDs 3 0 ^^fal, 0 . 

IXSSC/O. 1 %SDST-6 5°C3 0 53-rBl-e2!s]i5fe>/\ FLA 2 0 0 0ffl 
— h (S±:7^/UAtt) l-lBS^^-ii:. ^IWUfCo human 
5 multiple tissue bloti^ ([Ell) , human multiple tissue blot II (0 2) , 

human brain multiple tissue blot II (1213) ^ human brain multiple tissue 
blot IV (1114) , t h(Dmm. tUAZ:|7t*5c);t/#i^W70^^f«LycmRNA (121 
5) . 1 5 B 1 2 0*5j:t/l ^c7:)-vf^7 7^(Z>^^;0^bf«L/c 

mRNA. ^t^3 y^O-^-^^^DffjNlfli, ffim. i^^Ti^^sPi^ L/cm R N A (jg) 
10 6) ^ffll/^fc,1tS:^^^j^i-o */c. ±tST:1tMLfcmRNA^Ready To Go RT-PCR 

Beads (Amersham-Pharmacia) ^ffl V =^ h ■^#<7):7'nr h n — /U-il 15 d h B S 
S P 6*5<i:tj:mB S S P 6 t:loV^rJt^5^^^tt^6^^^-<-^— (ia^ij#-^ 1 8*5 J: 
t>'2 5) ^fflv^TRT-PCR^tfofCo Ell --III 6 t::^r:-t- J: 9 y ifV • 
n y Vm^(^m^. h B S S P 6 fl^Sg. >Lm.. ffim. tu3t 

15 fiMflft^tJ-^^^^L. mB s s p e^B^j/io^bii, tuAiflS^D j:t/*tmr-^5E 

/i^l^^i!:? ^ti. R T - P C RM^cDm^. h B S S P 6 l-±f^i^(Dmm^^ 

V^miLm-C^mMmnbhtl. mB S S P 6nm^l^f)^h^m l 2 B-v>>;^C0|u^:jy 

20 S^nSo 

^Jfe^ijS h B S S P 6 t> L< ttmB S S P est^^^^^r:— K-T^S^Mi? U 

(1) lg?E3^^^;^^ KcottSI 

25 y'y^^ KpCRl 1/hBSSP G^y-^fip CR I 1 /mB S S P 6 ^Tl^ 

-7-^— ht^. h B S S P 6 ^ :/^^°^M^fc:^lmB S S P 6 iJ' ^^■^iJ' ftcD^^f*^ 
K-r§ c D N A^Jrgc ( t h : iS^iJ#^ 1 . 2 7 2-95 

8 ; : i£?ij#-§-3 . :^S#-i-2 4 4~9 3 0) ^ P C RSJ^i^tCTtiil'S L/c 

(t htcov^T(tiE^iJ#-§-2 1 *3 j:t>WiJ#-§-2 5(Dia^iJ^W-r^^^-r-^ — 
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j£ffiL/c) o wOP C RS^^^^i^^"i^P T r c -H i sB (Invitrogen) 

19 ^— v-a ^I^^is JMl 0 9?rJF^Kte^^-^t. ^ IS/c =1 t=r ^ p 

CRfeiCT^iftif LTgfitl^-rSir y lyy'uy-T~^^^-y''=y :^ KpT r c H i 
s B S S P 6ioJ:tJ<p T r c H i s/mB S S P 6 ^^tj^.^^'k^tL, 

^;Jx^"-rLE. col i p T r c H i s X h B S S P 6 *3 
J;tFE. coli p T r c H i s /mB S S P 6 1 9 9 8^10^ 

2 9 0 J: 0. St€#-^FfcK M P-1 7039*5j;tJ«FER.M P-1 7036 

(DT. 0 ^fflj^i^mo < i t i i - 3 mmm.m'^T.m^m\^%^^T.^m!n 

m^y'^^^ K^4^o±fliS(Z)v'^^Vl'=3 □ - — 1 Om I (DL B (Amp+) 
t&ifei-^^L. — B^3 7^C -r-tt^U/Co ^iX^ 2 5 Om 1 (DLB (Amp+) 
t^t&lC^tfiL. 3 7 X-i^mV^tLo & 0 0 nm(D^Rit^-t}^0. 5{C7^^o/c0#. 
250 Ail c^O. IM IPTG (-r y:7''o tVU-- i3 -D (-) ^■^•^^'7 -^^ V 

^<:y7T— ( 1 OmMy :/^^<'>:7 7' — pH 7. 5. 1 mM EDTA) -CMM 
yK-hT-^^^MH^^T 9 Z irT:-^M^5Mb. 1 4, 0 0 0 r pm. 4"C 
-C2 0 57-ilS'll^L-Ca:^^#fCo rcD^t^i^^O. 5% Triton X-10 
0 k^t^mWm.m^'^ y-yr — e 2 it^5t^f^ Triton X-100 19 
< /cfet^zK?7feLfct^(C 8McD^^^#tf^tt^<5/7T— (BM 50mM 
Tris. pH8. 5. 20 mM 2 ME) 3 7°C 1 B^rH^giig-r 5 ^ t "ei^ 
^?L/Co ::(7:)^^?^^TAL0N metal affinity resin (Clontech|±®i) l-iiL. 1 
0 mM-f ^ ^'y" — /l--a ^^tt^^ ^7 7 -T-?5fe^^t^, 10 0 mM-f ^ ^ y"— /U^^ 
^^tt^-^o.^r-'Cl^tHL. '^mx^fL, ::cD|i»^P B ST— Bfe:fc#{^^^-;':7 7 
— ^^L^^^O^b 3 0FHl31tf L. ^ ^^■^iJ'Sh B S S P 6 -H i s*Dj:U^mBSS 
P 6 - H i s ^^ft/Cc 
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mMM4 B S S P 6mB'?-^'^='— Ki-^ff^ir ]) ^^'7-^v-T—M^fh^:y^< 
^M^T^P F BT r y p S i g T a g/^B S S P 6 ^ffl V ^7^cBm*5 J: O^^^fSttcD 

(1) pFBTrypSigTag/BSSP6 (D\'^W: 

e I B a mH I Lfc:7 ^ iJ'V > h^Nh e I - B a mH I f^-fbLfcp S e 
c T a g 2 A (Invitrogeni±M) AL. pSecTrypHi s<i: L/Co 5 
AfgCDpSecTrypHi s '<i^ ^ — LT 2 O^ficDB a mH I ^M^X.^ 
3 7°C'C-4B#rBl;;0^{tT^l^ff Lfdt^, 6 m'flLtO-^ >'^'~ t — ^ UT— if (^S 
3^) ^t^TLxm^ (2 5=c) -c-3 O^ralSf^^-fr-CTi^ii^^silvt^l^L/-^ jg}::^ 2 

0^{4(Z)X h o 1 -C-^ D— ^n^-^-ih-r hcD3 ' ftlJ^^lffUf-t^. 1 ^{iZKD 
bacterial alkaline phosphatase (SMjg) ^tWXrC ^ 5 °CT:- 3 0 LfCo 

il^W^pg - 1 4 9 7 9 o^fc(i Biochim. Biophys. Acta, 1350, 11, 1997 1:: 
teiic$i^TV^^:^)£^^v!pCT. C0L02 O I^B^SJ; «9mRNA^ii^L. cD 
NA^-^/SL. ^ Kp S PORT/::!^— n->^^^ n— ^>^l#/Co p 

S PORT/^^ — n 19 . iE^lJ#^ 9 J: t>' 1 0 coia^ij^:^^-^ 

— ^fflV^TPCR^^tV^. ^r^— P v'>-f§'ft§y^:f^CO c DNA^^tfdo P C 

RM^t^co 3 ' -(IilOX h o 1 1^-r b^lOunitcOXhoIT, 37 °C. 3 Btfa^ 
SfS^itS ~ ii^ct '9^liTLfc:o ^tti p S e c T r y p H i s^TAKARA 
^-f -y— v^3 h^^V^TjfAL. pSecTrypHi s/— 

(1117) o 

i£^iJ#-^ 1 1 :S:t/l 2 (Dia^iJ^^-f §:7^^-f-^ — ^fflV^T pSecTrypH 

^|55>i::Leu-Val-His-Gly<7)-<:7^^ K/5SC7^&S(:i< -5 J: 9 tCtiitiii-So wtX^ p S e 
c T a g 2 A(DN h e I i: H i n dIII1^'1' h i:i|f A ^ ^: Kp T r y p S 

i g^^ti^U/c. 

^'■^ ;^^KpSecTag2A(7:)l/zg (0. 1m D ^^"JPSg#^N h e I *5 
cfcr>'B a mH 1 T'^Si-§ Z<!:{Cj:i9. IgGkc^y — IB^iJ ^ — K^-^p^ 
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SDN A^^tl^'iX 1 OOpmo 1 eoo;bDx.. 7 0°C-C-1 0 ^^Pb^IKI^S Lfct^ 
0 ^T^m^LXT V >^^Lti. N h e I B a mH I V^mt-f^H 
i s 6^miy<^'i-^l-^i^^\t pSecTag2A 1^1 ^-^{ZDN A'y 4 ^—iy s 
>^'yhVer. 2 (SP^1*x^^1±) (O 1 2 . 0^1^^. 1 6°CX\ 3 
5 Ol^m^ft^^fz, 

Rlt^'l^'i^^XmW ^ > t°7" > h ±^l^X L 1 - B 1 u e (STRATAGENEtt) 0 . 1 m 
1 ^ ;t . 7K-hT^- 3 0 ^^m^fZ^ $ -tt /c^t . 4 2 °C -C\ 6 0 mm^. i^a -y^^-^^ 

3 7"ci:\ 1 mm^>=^-^~-^-mt o t§« ufco 5 , 0 0 0 r p m-e 1 5>rB^3s'ii^ 

^^V^L. 10 0m g/m 1 (DT:/^^^^!; i/^-atpT>h°v/y ^^L B:7' l — h(C 

Hi s^?£^v'^■~■:h/^c7)DNA;0S1f A^iXTV^StcD^PCR-C-iliRU. -^n^ p 
T r y p H i s h L-fdc 
15 pTrypHisCOHis T a g ^Jgc^^tfjo J; ^ 2 0 0 b p ^ia?lj## 1 

2:S.t/l 3£Oia^lJ^^i-§r^^•^-^ffl^/^-Cii:|liL. Hi n dlH^ B a mH 
I Jzar^-fkT^-^CfcH is Tag (Jr^^/T^ndp^— iflg^H^^Pf^^-^^j^j^^ 

4 0b pCD^Jt^pT r y p S i gtvl^fALTpT r y p S i gT a g^j^Mb 
(USA) . 

20 pTrypSigTagOhy 7°v'>:^^--:i-/biB^iJ;6^b:3i>'7" p 

mi^T-^iE^iJ#^l 1 4(Dia5^ii^Wi-S7'^^-7 — ^fflVN/cP CRt^J:o 
Tf^ML^c c DNA^B g 1 I I <h B a mH I f^fbt^ J: oT"^ "9 tB L. p F a s 
t BAC 1 (GIBCO) (OB a mH I h tCtfA L/Co #A;^f^^ga^iJ#-i- 1 0 

25 — t^J:oTl5^ • tliR^tl?);^[^{^tf A^n/c^ u-V^iliRL. p 

FBTrypSigTag<t L/Co 

5/zg(OpFBTrypSigTa g--i:i7 — (C^LT 2 0 WlziO B a mH I 
^MX.. 3 7°C-C-4B#P«^;^^}tT^^Lfc!^. 6 ^{^(7)-^ >'i/ t — >^ ^ WT— if 

^Sit) ^:^30;tT^rS (2 5°c) T;3 0 ^^^PBl^f^^^itT^iS^^-zt^b L/Co 
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2 0 mitL(D E c o R I -e^ n - - >^^--t^^ h(D3' m^wwrLfz^ik. 1 mtL(Dm 

E. coli pTrcHis/hBSSP6 (Sfe#-^F E RM P - 1 7 0 

3 9) pTrcHi s/hBSSP6 ^/c«p CR I I / h B S S 
5 P 6 ct 19 SS^iJ#-^ 1 6fc^J:t>WiJ#-^ 1 7 0id^iJ^Wi-^^^-f -V — :^fflV^TP 

CR^ttl/\ h B S S P 6(7)?§t4f$:^J«!c(Z)c DNA^#/Co ^^.ix/ccDNA^ 
pFBTrypSigTag {ZlffA LpFBTr ypS i gTa g/hBSSP 

6^#fc (1217B) o :i:7t1^BtLfciS^iJ#-^i 1 co@a^ij^^i-;5:7^^-r 

^fflV^T^SlB^iJ^i^^-f-Sr cbid j; K) . iEL< h B S S P e/JStfA^nr 
10 V^6/^-^5tlSL/Cc E. coli p T r c H i s /mB S S P 6 (^fe#-^F 

E RM P - 1 7 0 3 6) 75^^#bnS p T r c H i s /mB S S P 6 
»J 1 -Cl#/c p C R I I /m BSSP6*ffiV^T IH^tdm B S S P 6 fDj^'ttf*^ 
JlKcD c DN A^#Ts i^;lT<t 19 . m B S S P 6 ^^51$-^^ C <!r 

15 pFBTrypSigTag/hBSSP6 ^Gibco BRL BAC-TO-BAC 

baculovirus expression systenKDy^'n hr^' — J\^\Z.'^^~Z^'^'y' ^ KDNAJi^d 
Trypsinogen signal peptide. His t a g.'BLU'^^'r 'a ■^-f'—M^^tUtL^ 
St-^L/c^^^ ^ h B S S P 6 ^n'om^^^y<^ ^ K^f^ML/Co ^H^BAC- 
TO-BAC baculovirus expression system(D-^ =-zi.T ^l-iZ^l/^S f — 9 ^-ffll^-C^?!. 

(2) i#^?§t4(Z)aiJ^ 

rcDt$«_bff '^'^c^#b^^/cm^^;tB4'^^>^^°^Kh BSSPe^^L— h;^7^ 
T — ^fflV^-C^ I/— hi7^A (Ni-NTA-Agarose, Qiagentt 

mmi^ti, #bnfc-r 5 iJ^'y^-zi-^ai^®^. $6fcpD-io;^^i^ (Pha 

rma c i a ttM) P B S :y 7 r — U/c, ^ (DlfVl/yV 5 0 m L 
l^y^a^i-—-^ (IVX 1 n L, I n V i t r o g e nttM) lOjuL^^^fab. 
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^?L. IM Tris-HCl (pH8. 0) Tr-^lRL/cO. 2MSK^?'g^5 
On-Lm:^. ^tbd. 3 7T:-eS/^^Lf:Lo I mmm^Ebi^'mM 3 8 0 nm. ^it 
tS*4 6 0 nmdj^it^. ^^itfflfC^t C5 AMC ( 7 - T ^ y - 4 - 7< ^/l^^ 
-^y:/) (D^^^-M^-f^r irf^J; ^ . ^tt^SJj^Lfc (119) ^ ^c^*5. HI^^f 

^Jtaf^J 5 fethBSSPe 

jL^-pcO^JIpjCti^oT. feih B S S P 6tn:f*:^j^ML7tc 

(1) ^^^m. 

10 8 «^cDillittB a 1 h/ c-^^:^^ EEdM 4 [Z.xntLn^^K. h B 

S S P 6 >- h^^Tv^^/N^- h (DIFCOthS^) t 

1 : 1 -rv^fPL^-^/l^v^a ^ikL/c^CD^. |a;9^1^;t h B S S P 6 i?' V^-^^:' 

1 0 0 ju g/Ecb/^^ J; 5J^T?it^ Lfco iii^. {5S^2 iirel^Ci 3 lHliI;>j0:fe3!5 
^n^\ i^'^m^WM^^^-:^ > h^^^Ti>=^y<> h (DIFCOttM) <i: 
15 1 : 1 -e^^fO L^-^/l^v^a >'fliL/ctj<:7)^,la^ife;th B S S P 6 iJ'^^N^MTiS/lt^ 

1 0 0 g/E^/^SJ; ^Tiil^Lf:!. 2 [h1 g cDiBjbP^-^co 3 B ^^tc 

'9^inLL. Mtt^cD^TC^W^ E L 1 S AfelcJ; 19 iJJ^Lfco i^v^^rcM 

^^LTV^/c-rr>^l^oV^T. 3 lHlgcDiiAP^5S(^2iirHm{-^S:ti^?St-^^ 
L-tim^i^^hBSSP e-^'^y^^Wm^l 0 0/x g/E<J:/.^^ J: 9BIS^I^S4- 

( 2 ) E L I S Afi (iE^mtSfi) 

:fe?sffi^7Llf:il^1llo;^-?i-C-pS:iLfcm^m;th B S S P 6 ^i^y<^«(D^:^y< 

^K?«^P B S-t-5 M gXmLl;iML. 5 0 ju L / oi/U-C'E L I SA:7^V 
— h }C 2 0#W5S^ ^ ^tz. mmy^-V 5 lHl-gfe?^m. P B S -e 4 f^tC#-|R L/c^" o 
25 ^zc-;^ (Wfp?LllttM) -r-^n -;/:3^^^-^^To/Co -e(D^-i5fe#L. (1) "Clt 

e>n^-jfn.yff^ikffi^-f?ffl^<-;/:7^— ( 5 % F B S ^^tf P B S) T'S. OOOiB 

(ICN/Cappel|±$^) ^ 5 0 ^ r> ^yl--ro;>]D;t. ^f^-^- 1 B#r«1SJ^^ $-lt/c. p 



wo 00/31257 PCT/JP99/06476 

37 

— — h '7 ai^-Zl^Al^:^ V' hZl-t- h y "J'i^ (Nitrophenyl Phospate, Disodium, 
SIGMA 104 phosphatase substrate tablets) ^^WKlt^'ii^ (0. 5 mM^it-^ 
^■^^v-^A^-g-lj^g. e%i>=^^ y—j\^T^>-mWm (pH9. 7) ) (C2mg 

6^r^KJt^-^tim. 5 0/iLcO3N N a OH^;(]P;tS^£:^f^ih$-^. 4 0 5 n 
m(DPA ^ -m ^ L }t o 

(3) mmmi^. y^^zfv k— ^f^^-ftM 

(2) COE L I S A?'i(D,=^^(Cj; I9m^^;th B S S P 6 Kdx^-T-S 

Miil-^B^cOiltttt. *Su{r. 2 0m g/m 1 (D8 -T-^^'T^l^^^tj^mmX- 
PRT) XmM^-h^^t^mmVfzB a l b/c-^-^^Sj^^ ^i^a— -eS P 2 

15 mm^^m^^^fzo sp2f-B^S2 x 1 o'fia<!:i^»i X 1 o^m^h^"^. ^r^v 

I/:/ ^- y 31— /U 4 000 (PEG4000; Merck^±M) ^^^^M^iSimM 

20 -v-^^a^^V— h (CorningttM) 1 0 0 m L / 3iyU'-ro5>ai LfCo l^i^-^ 

»^CO^^ ^^^-<— iJ'— (3 7°C, 5%CO^) T- 3 ~ 5 0 ^(C^i-To 

(4) /N^:7"y K— ^co^i^' y — — 

25 =J n^— ?F$^i0^jfelE$nfc':>:3./K^ot/^T. It^Jbrf ^-tT^ia^^^ h B S S P 

6 ^>^^^«f'^LTi|^^S^(c:Sj^::-r§^rCf*(7>^#^5tfS-r^/cfe{:i. (2) X' 
7j^\^tz(DtmCE L I S Aj!fe-Cy'L — hiC,m^|^;th B S S P 6 ^ '^Wjb^ J: 
U^m^^;th B S S P 6 ^ >'y<^W^l.X h V 7"^>y — <>":/OHfi|i^ffl V \ 7^ 

^ y -^:/^'■^^TV^, iia^}^;th B s s p e i^ y^<^Mco^iz^i^<^ft^-t^=iu 
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(5) y^-^y'V Y—^(D^x2~^:y^'' 

,m^m;th B s s p 6 ^ v/^'^wi-xtbT*g'g■i-;5^^:^*^M:^-r^^^-f k 

5 S S P 6 V/^-^K}^^tLTi|#^et)};i|^-g'i-a^7Cft:^^^L. E.o^^ L/ctg^S 

tg^^i-a^^-r v'^'y K— ^FB6MA1 l*fflflStt4oJ:U:F B 6MA 5 3 
2 M^^f^Co 

(6) -^y D— •^yL'Sr[(*:cO:$'^ e^^i:^^" 

-hffi-e# ^n/c 2 ScD/N^ :7- y K— ^ F B 6 M A 1 1 Jf;fflflS^*3 j; t^'^^-^' ^ y K 
10 — v-F B 6MA5 3|;SSfetttO*&^±Vf 0. 5 m L ^fflV Mouse Antibody 

Isotyping kit (Gibco BRLtt) ^ffl V nTT^ V ^ :7^^||^-</Co 2a(D>'N^:7'y 
K— ^ F B 6 MA 1 1 Wi^^a J: t/ F B 6 MA 5 3 'iMWf.lfi'^'^-t^^ 7 ^ □ — 
^/l.}yt#:cDT-r y ^-^:7ii, t:>H|i(i I gG 1 . L f^fi k T'fco /Co 

(7) -^y ^ a~-rjumt(Dmmfmm 

15 Sii^cDlHittB a 1 c -^[^^tCO. 5 m 1 /'|Zec7):7° y ^ V^fllS^F^S-^ 

L. 1 0 B^fCjited Oi^ a--::i>':r-C-#p5nfc 2^1(^)^^'1':7^y K— 2 B 

2-6 J:t/.S 2 E 5 mmW^^h.^^tl 1 [ZC$)fc ^ 1 0 "JjiSSa^^/ 0 . 

5 m 1 /lZC-C-0B^F*gt>iftAUfCo 1 0 ^'^M^^h^ ^ :^(Dm.nmi^^mi^fcti}^. 
1 8 Gcoattil^fflV^-C07K^^5lLfCo t*5iLfcfll7K(±. 1, 00 0 rpm. 

20 4°C}:i-C 1 0 5j-ffliS'L^5}-^SL. ^ 3 7 °C. 3 0 ^^r^l^^g L/c^^. 4"CT' 

— BfeimLfCo 1 2, 0 0 0 r pm. 4t:-Cl O ^r^liS'lL^^^-^t^. #ibtlfc±Vf 

y ^ ^^y^ — ^ ASepharose Protein A (Pharmacia biotech^ti^) ^ffl 
t/^-C^^y ^ n— :^/^^^Lf$^^tMbfclo ^(Di7Lf*:?^?^^(75 2 6 0 . 2 8 0. 3 2 0 
n miz.}sn ^^^^^^m'^ werbulg-christianfel:i<k <9 ^i^it^^^^tBjJ^ L/Co 

25 (8) 'y^^^^lyyu-yy'^ly^' 

^LT. th;f7y^ U-Y >^^i(D2XSDS loading buffer {b^^t®i) 

<b f^-^ L /cb CO ^ 1^ >'y>i/^^M t L /Co f^-t^ >-:7Vi'^-f^^ s d s m^^Kj^g 
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1 0 - 2 O D T ^ y JVT ^ K^Vl- (^-fl^^^|±^) X^n^^-mn b/Cc 
— ^1<il]4^. yn-/ hffljClSMMtltJB^ {Whattman|±M) u f f e r A 

(^-'fb^ttM) (^2 tic. b u f f e r B (^-{tl^^t^) 1 tJc. b u f f e 
rC {^—Wl.m^m \Z.2>m^\^fz., ^/c>t?y t-^y HII (P 

V D FBI : Mill iporettM) ^ / — /KC^t Lfc^^. ffii^TKtCia LzKi-T'^ 

(v'T/l--vC/Ti±M) (cpi^iiy^^fs b u f f e r A\Z.Wt\^f^'Z\^(Dm. 
buffer BtdltL/c 1 t:^<D?ffJS, PVDFflf. ^JV^ joJ:t)^'b u f f e 
r C (C^t Lfc 3 ^^(r:>mM.^%Zm,(r>m\Z.m.^ . 8 m V -e 1 . 5 B#rB^l:-firo te^ 
m , P V D F fli^ :7- p :y ^ oi-^ (WPPf L^ttM) T-^ra-e 1 b^Pb^ i 9 -r^ ^ 
i:}CJ;'9:7~a-;/dr>^^L/Co ^(7)1^, (7) Tl#bn/c^$^ljL{*-fKl^ 

5 %^i^j,^ifD.?f P B S ^-^^RUfc 4°CT— BfeSi^^^^/Co ^c^t^. T 

B T - B C I Pi^^^T'^fe^-li:. j€«-h«'^',m^m;tf$: t h B S S P 6 ^ V^-?:^ 
K(^l§m^5tMt/c (mi 0) o 



^»'J6 t h B S S P 6^^M(7)i:^ 

t h m-tmMmm^ P C - 3 ^9 ^^tC L/c;iSv polyA+RNA ^IIM 
L/to ::tL^o 1 i g o d T^:7'^'Y-^—<!r LT Super script II (Gibco BRL) 
^fflVNTiffil5^L-C c DNA^-^^LfCo m^ilMt-s ia^iJ#-i- 2 O J; t/ 3 

4 ^y^^-f-^-tCPCRSi^^^^f ofco SJ^:;«9 5°C2 5^CO^. 9 5°Cl^-C3 0 

5 6°C(ZT 3 0^:J'\ 7 2°C(C-i: 3 3 51^^ ^yU'^to/c, ^#p3;rL/cP C 

RM«fe)^TOPO TA^ P— — ^^'=Sr 5/ h^ffiV^T^' ^>'i^~X. ^^—-^/z^ 
'^^^n<^tLt:i^mmmh B S S P 6(D^|»^iJ^^V^fcL/Cc ^msih B S 

s p 6^=!- K-r^t^Sia^ij*ia^ij#-^5i::. ^(D^mMm^hm^^ri^^^ 

MhBSSPe^ ^-/N^^ KcDT ^ y ^@S^iJ^@E^iJ#-i- 6 fd^-To T'.f^SiE^iJS^ 5 
{C*3l/^T. 1 3 gficDT ^ y^C y s ^=3 — 5 2 8 — 5 3 0 f4cO:^Si£^'J 

^> Ttgtj (Dh(Dt Ttgcj (D'bcD<D2^i^:^5#i4UfCo ti^oT, iB^iJ#-^ 

5 0 5 3 OiiicDi^Sf^. Tt^fcftcj ^^j^i" Tyj }C J; oT^ ^HTV SB 
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^KpCRIl/hBSSP6 variant type ^#/Co 

2 0 hBSSP6F3 Forward GGACTCAAGAGAGGAACCTG ^ftffl 

3 4 hBSSP6R3 Reverse ATGGTGTCTGTGATGTTGCC — 
2 5 hBSSP6R3/P Reverse AACTGCAGGAACCAAACACCAAGTGG 

5 

^»J7 RT- P CRi^J;^ h B S S P 6 m R N AcD^^^ftf 

ClontechttJ; iQiiALfc t h #flijif|c73 p o 1 yA+RNA^^git^ 
Superscript II (Gibco BRU±) ^^V^To 1 i go d T :7"^^ -7 — tc J: o Ti^ 
I^^SJ^^^ttV^, cDNA^#/c, iSls^Sl^^f^Gibco BRU±(^-7:=^^T/KCL 
10 tc^'^i\ 5 5°C-T:-fTo/co ceo c DNA^i»M(::rSt4f*^i^f|iii--5:7^^-r-v— ^ 
ffiV^T. 9 5°Cfc:T 3 0|:1'\ 6 O^'CtC-C 3 0?jl'\ 7 2 °C{CT 3 0 3 5 ^ 

7t (la 1 1 ) o 

15 

MMM 8 ^'^fli® j:5hBssP6 ^m^<Dmu 

KpCRI I/hBSSP6va r i ant type^T" 1^— 
hid. ia^iJS-^2 1 ^ 2 5^:7^^-r-^— i: LTh B S S P 6 '^^M^ V^^"^ M 
f^{$^>'y-?^®^:n- K-rS c DNA'^ig4^PCRHJ^;{d-Ci:ii|>§L/^o Z(DPC 
20 RM^^^^n^'tlp T r c -H i s B (Invitrogen) ^B a mH I -^^X^WlM:^ 

;^msDH 5 a^?f^K|5^$-ti:. ^C/c=in^-^PCR&{C-C^?tff LTg^<]<i: 
-t-^-fe y >y UT^T— if"^3E^7'^;=^ ^ KpTrcHi s/hBSSP6 var 
i a n t t y p e ^-q ti'^'^fliS^tt/Co %h^f:.-XmmVt. E. c o 1 i p 
25 TrcHis/hBSSPS variant typet^^LfCo 

K^lto;k;|is(7:)v>:i'V^=' — ^ 1 Om 1 (DL B (Amp 
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mmi<zmM.L. -IJfeS 7"C^-t$*tfCc ^n^2 5 Om \ (DLB (Amp 
+ ) ±Siil2(C^fiL. 3 7°CX-mmLtl, 6 0 0 n m(D5S^;t:0S 0 . 5iC?^eofcB#. 
2 5 0 /i 1 (DO. 1 M I PTG yy'u tvi^- - D (-) '^^:»''7^ h 

5 yyr— ( 1 OmMU >'gt/<2/:7r — pH 7 . 5, 1 mM EDTA) T^-^^'^L. 

7K-bT-®^2S^S^^T 9 ^ <b T^Me^^^S L. 14, OOOrpm. 4 ^CT;- 2 
0 5>iI'i:^LTr;t®^#yCo r(7:)»J^^0. 5% Tr i ton 
ti'Mf^®^^ :7 7 — "C- 2 L. Tr i ton X-100 ^'^.<fLt> 

\Z.i^\9t\^fz.m-^^M(DWM^^ts:m.'^y^y-7 T~ (8M 5 0 mM Tr i 

10 s pH8. 5. 2 0mM 2 ME) T 3 7 °CT- 1 B^rBl/loS-rS ^ cb -T'^^? L/Cc 

ZO^^^Ir^^TALON metal affinity resin (ClontechitM) L. 1 0 mM-T 

^ 9'y'—)\-^^^>^y<- y y T — X-&tmk. 1 0 0 mM^ 5 

hBssp6j:'9 h'7^^m(D±^fi^mm^mmi^<> Yi)m\ii^rifz m i 

15 2) o h B S S F Qm^M^. ±fS^W'J4 tCfB«icD^|llItCti^or . S f - 9 ^-B 



2 1 hBSSP6F4 Forward ATCATCAAGGGGTTCGAGTG —U^ 

20 ^»J9 RT-PCR^iMfWN^:/i; y-Tif— >'(Cj;?)^mMh B S 

S P 6 mRNAcD^tab 

ClontechttJ; «9l5AL/ct h ^ftliii^^cD p o 1 yA+RNA^^Mt- 
Superscript II (Gibco BRLl±) ^fflV^To 1 i go d T ^''^-f J; o Ti^ 

l5^Si^:^^TV^. cDNA^#fCo i£^5^S;r^^^Gibco BRLllcD-v-n^TyHdL- 

25 yc;6H ^. SS'^CTltofCo c DN A^il§yi-ia^iJ#-^2 O^d ctU^"3 5 ^7'^^ 

-r-^ — 9 5°Cf:iT 3 0^. 6 0°C{CT3 0#, 7 2 "CidT 3 0 3 0 
f-^ ^ yKD PGR ^j^^ ^tt o /Co # P:> tl/c P C R ^ L o T n 
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ly-y^fV'^— (Hybond N + . T-^v'-Yi^- 7 t /^"^ v^T^t) _h(Z37"n 
h L^Co rcD|5^, pCRIl/hBSSP6 variant type 
@#^E c o R I -C-t5J]©TL/citC0^=i>- h /U-i: LT|W]a#{;i7'~a b LfCo Z.(D 
^ ^^ir'^V^^-yl^i^/ — {^xtUT pCRI l/'hBSSP ^(D^^^-=i— Ki-^^P 
5 57-^ a -'^^^P d CTPt:-11ll2Lfc::7'n— X S S CT-f^i^Lytti(75i. 6 

^°CX'—mMW-^-^^fz.. "^(Om. ^^yl-^— ^2 X S S 1%SDS 
-CM?S3 0 lXSSC/0. 1%SD ST'^?S3 O^T-rs^. 0. IXSS 

C/0. 1 %SDS-C-6 5''C3 057•^B^T■2[RISfeV^. FLA 2 0 0 0ffi'fp<— 

10 DU145. LNCaP. fcj:l>'t hcD*tM. ^^l^M. 

3 5 hBSSP6F7 Forward CCTCAAGCCGTGGGTGTCAC — 

15 g|%±^fljffi(7:)^tg-|± 

:$:^0^(CJ:or. ^^t^tlTt t h*5ctt>'-^ f^^O-fe y ^7°d^T— if (hBS 
S P 6*5j:t/mB S S P 6) t-^ V ^ ^ l^:t^ -^rtl. b COt@|W]f*, i^JcI^f^, BiI.IIK 
{**3J:r>'#B'l*^ffi;5>?llft^nSo ^ btd. ^^PJJ^cfcoT. h B S S P 64oJ: 
t/mB S S P 6 ^y-y^i^Wt^hXJ^l^h B S S P 6:toj:t/mB SSPen-^U^^U 
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SEQ ID NO: 7: Designed oligonucleotide to construct plasmid 
pSecTrypHis 

SEQ ID NO: 8: Designed oligonucleotide to construct plasmid 
5 pSecTrypHis 

SEQ ID NO: 9: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 

SEQ ID NO: 10: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 
10 SEQ ID NO: 11: Designed oligonucleotide primer to amplify a 

portion of plasmid pSecTrypHis/Neurosin 

SEQ ID NO: 12: Designed oligonucleotide primer to amplify a 
portion of plasmid pSecTrypHis/Neurosin 

SEQ ID NO: 13: Designed oligonucleotide primer to amplify a 
15 portion of plasmid pTrypHis 

SEQ ID NO: 14: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypSigTag 

SEQ ID NO: 15: Designed oligonucleotide primer to amplify a 
portion of plasmid pFBTrypSigTag 
20 SEQ ID NO: 16: Designed oligonucleotide primer to amplify active 

hBSSP6-encoding sequence 

SEQ ID NO: 17: Designed oligonucleotide primer to amplify active 
hBSSP6-encoding sequence 

SEQ ID NO: 18: Designed oligonucleotide primer designated as 
25 hBSSP6Fl for RACE for human BSSP6 (forward) 

SEQ ID NO: 19: Designed oligonucleotide primer designated as 
hBSSP6F2 for RACE for human BSSP6 (forward) 

SEQ ID N0:20: Designed oligonucleotide primer designated as 
hBSSP6F3 to amplify full-length human brain BSSP6-encoding mRNA 
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(forward) 

SEQ ID N0:21: Designed oligonucleotide primer designated as 
hBSSP6F4 to amplify mature human BSSP6-encoding region (forward) 

SEQ ID N0:22: Designed oligonucleotide primer designated as 
5 hBSSP6F5 to amplify full-length human prostate BSSP6-encoding mRNA 

(forward) 

SEQ ID N0:23: Designed oligonucleotide primer designated as 
hBSSP6Rl for RACE for human BSSP6 (reverse) 

SEQ ID N0:24: Designed oligonucleotide primer designated as 
10 hBSSP6R2 for RACE for human BSSP6 (reverse) 

SEQ ID iN0:25: Designed oligonucleotide primer designated as 
hBSSP6R3/P to amplify full-length human BSSP6-encoding mRNA (reverse) 

SEQ ID N0:26: Designed oligonucleotide primer designated as 
mBSSP6Fl for RACE for mouse BSSP6 (forward) 
15 SEQ ID N0:27: Designed oligonucleotide primer designated as 

mBSSP6F2 for RACE for mouse BSSP6 (forward) 

SEQ ID N0:28: Designed oligonucleotide primer 
designated as mBSSP6F3 to amplify full-length mouse prostate BSSP6- 
encoding mRNA (forward) 
20 SEQ ID N0:29: Designed oligonucleotide primer designated as 

mBSSP6F4 to amplify mature mouse BSSP6-encoding region (forward) 

SEQ ID N0:30: Designed oligonucleotide primer designated as 
mBSSP6F5 to amplify full-length mouse brain BSSP6-encoding mRNA 
(forward) 

25 SEQ ID N0:31: Designed oligonucleotide primer designated as 

mBSSP6Rl for RACE for mouse BSSP6 (reverse) 

SEQ ID N0:32: Designed oligonucleotide primer designated as 
mBSSP6R2 for RACE for mouse BSSP6 (reverse) 

SEQ ID N0:33: Designed oligonucleotide primer designated as 
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mBSSP6R3/E to amplify full-length mouse BSSP6-encoding mRNA (reverse) 

SEQ ID NO: 34: Designed oligonucleotide primer designated as 
hBSSP6R3 to amplify a. portion of BSSP6 variant type-encoding mRNA from 
human prostatic cancer cell line PC-3 (reverse) 

SEQ ID N0:35: Designed oligonucleotide primer designated as 
hBSSP6F7 to amplify a portion of human BSSP6-encoding mRNA (forward) 

SEQ ID N0:36: Designed oligonucleotide primer to amplify 
conserved region of serin proteases-encoding sequence; n is a, c, g or t 

SEQ ID NO: 37: Designed oligonucleotide primer to amplify 
conserved region of serin proteases-encoding sequence; n is a, c, g or t 
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If <D Ig II 

^tifcT ^ ynmi^u^htf:^. 75^oga^ij#-§-2(7)T ^ — 2 2 9 fc^-f 

2 . 1 2 7 2 — 9 5 8 {C^F-TiMSIE^iJ. 2 (DT ^ 7 

10 ^#-^1 —2 2 9}C^-rT^ y^ia^ij^r:'— Ki-^i^SSfi^iJ, ^/c^m^i^tg 

3. ia^lJ#-^4(DT5 —2 2 9{C^-t-T5 y^2 2 9m^^hf^^T^ 

15 /^iS^lJ^#i-5^>'/^°^7®, ^/cfi. Sd^iJ#-^4(DT^y®^#^l ~2 2 9{C 

20 4 . ga^ij#-^ 3 ©:^S#-^ 2 4 4 — 9 3 0 i^^-TJ^Sia^iJ. Ifi^iJ*-^ 4 <DT ^ / 

4(DT^ y^#^l-2 2 9iC^t-7'^ yMlE^iJ^W-r^i? W^°i^K<t[W]^(Dti 
25 5. m^m^2(DT ^ ym^-^— 5 3--2 2 9{^fs^-rT ^ ym2 8 2m^^hf^^ 

T ^ ymnin^^-r^^i^^^^'K. :^7ttt. iE^ij#-^2(7)T5y^#-^-5 3 — 

2 2 9t:i7j^-t-T$ y^iE^|J^^:^Q^^T 1 t L< tti5[fli(Z)T^ y^;^^^^. g^tiL 
< (imp ^ ixf:ir ^ y ^SE^ijTi^ 19 . /ii^oiE^iJ#-§- 2 COT 5 y 5 3- 

2 2 9(C^j^-rr 5 yS$iE^lJ^:t-r^^>'/^'^K<)r|W]^(D'tt^^^-r'5^?>^^'^e. 
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6 . iE^iJ#-^ 1 (D±^S#-^ 1 1 3 ~ 9 5 8 i^^3^-f J^SSH^IJ. @H^IJ#-^ 2 cDT ^ / 
^#^-5 3-2 2 9(C7Fi-T^ yM^iJ^^— K-t-^J^SSS^iJ. ^fcti^nP^ 

#^ 2 ^ / 5 3 ~ 2 2 9 i^L^-TT ^5 / ^SB^iJ^^i"^ ^ V/^ ^ K t 

[p|^(^t4®^^-r ^ ^ ®^ K-r ^igsia^ijo 

7. W9m^'2.(DT ^ jm.^^- 2 1 -2 2 9 JIl^-rT 57^25 Of@;^^b^6 

2 2 9 tc^-rr 5 y ^ga^ijt^ioi/ i t < «m<?:)t 5: / m.t^'K^. Mm^ii u 
< $ tLfcT ^ J wmu^ ^f^'o. 7!)-oia^ij## 2 or 5 y mm^- 2 1 ~ 

8 . iE^iJ#^ 1(D209~958 {dTj^-Ti^Sia^lJ. iB^lJ*-^ 2 (DT 5 / 

2 1-2 2 9 \z.^^-tr 5 y ^iB^ij^=>- Ki-^^SiB^iJ. ^fctirnf^ictsMS^ 
T^yM#^-2 1~2 2 9{c^-rT5:y^ia^ij^^-t-Si5^>-^-«i^«iiwi^(Dtt 

9. ia^iJ#-^4<Z)T ^ 2 0 — 2 2 9{^^-rT5: y^2 4 9{il;ei^^^i5c'5 

2 2 9^c^-f-T5y^ia^•J{c:^ov^Tl ^>l< }i^i@<DT5: y^/^s^^. 

< (i#AD $nfcT ^ y M^iJ:^- b T^cf "9 . 7i^oiH^iJ#-^4 (DT 5 y 2 0- 

1 0 . ia^lj#^ 3 (Dm&^^ 1 8 4-9 3 0 {;i^i-:^SSa^lJ> i£^lJ#-^4 COT 5 

y^#-§— 2 0-2 2 9(c^-rT^ yM^iJ^^— Ki-^:^Sia^iJ> -^fcttr-n 
?ij#-^4cDT5 y^#-f — 2 0 — 2 2 9 (^^i-T 5 y ^SB^ij^^-f-^ W 
1 1 . ia^ij#-^4 0T5: y^#-^-4 7 — 2 2 9{::^-rT5 ym2 7 
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1 2 . iS^iJ#-i- 3 cDi^SS-^ 1 0 3 ~ 9 3 0 t^^-TJ^Sia^iJ. id^iJ#-§-4 COT 5 
ylfe#-^-4 7~2 2 9{c:^-f T $ y i^IE^iJ^^- K-r-Sl^SSa^iJ. ^fcf±^tL 

^IJ#-^4(DT$ y@^-#-^-4 7~2 2 9 id^-TT 5 7 ^K^U^^-T 5 ^ >'^--^^ K 

1 3. @a^ij#-^6(7:)r 5 — 2 5 4ic:^Fi-T^ yS$2 5 4fli;0^?D)5jcST 

5 y mnm^^-t^ ^ >-y<^W. ^fzn. §mm^6(DT ^ y 1-254 

1 4 . iB^iJ#-^ 5 (DJtgK#-^ 1 1 4 — 8 7 5 {C^-rigSi£^iJ, SE^iJ*-^ 6 (DT ^ 
y 1-2 5 4 }C^i-T ^ y Stid^iJ ^ =i — Ki" 5 i^Sia^y . * Z n ib 

1 5. ia^iJ#-^6 COT 5 JWm^- 2 1 — 2 5 4 i;i^-rT ^ y ^ 2 7 5f!il:^^^j5& 

^T$ y@^ia^ij^^-rsi5'>'^^°i5^®. ^/ctt. ia^ij#^6(DT^ y^#-^- 2 1 

-2 5 4{:i^i-T ^ y^ia^iJiciioV^n 4> L< fi^^ScDT ^ y fi^^L 

L < {i{-t:J]0 ^tbfcT ^ y Mia^iJ^^b^.^ "9 . 7i^oi£^ij#-§- 6 <DT 5 y 2 1 

-2 5 AlZTsk-TT ^ y^-ga^iJ^^i-S^>'/^^K<b[Wl^c0ttSSr^-r6^^/<^ 

1 6 . ie^y#-^ 5 cDi^S#-^ 5 1 —8 7 5 (d^-Ti^fiiB^iJ. ia?iJ#^ 6 CDT ^ y 
^#-^- 2 1 —2 5 4{C^-t-T$ yK"i£^iJ^=i— K-t-'5i^£ia^lJ. ^/cti^fLb 
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#-§-6(DT^ 2 1 - 2 5 4{c^-rT^ yg^ia^ij^^-r-s^^^-^i^Wi 

5 h /^^{4^T-r:vN^ -7- y XL. ;6^o. iE^iJ#-^ 1 lZ7ikirm.&^iW^ ^ — 

10 19. ia^iJ#^5 t^^j^i-i^SSE^iJ. ^fdfi. m{::ti«6^7t^±gSiH^ijt ^ h y > 

2 0 . ft*il 2. 4. 6. 8. 10. 12. 14. 16 — 19 Ol/ ^TtLT)^ 1 0{C 

15 2 1. fi^Ii 2. 4. 6. 8. 10. 12. 14. 16~19(DV ^TfLTi^ 1 

2 2 . ft 2 . 6 . 8 * /cfi 1 7 cDV ^-ri^;^'^ 1 ofcfeifecDi^SiE^iJT-ff^Ktem 
L7tlBflS^i:§#L. M^fe^H/ch B S S P 6 ^U^-t^ :i t ^WWitir^ ^ 

20 2 3. 4 . 10. 12 -^fza 1 8 c^V l ot^tEifecoJt^Sia^iJT-Jf^K 

te^Lf:i»^t&«L. S^^n/cmB S S P 6 ^^^"t-^ t ^sttlt ^ i"^ ^ 

2 4. ti>jtiii 4. 1 6^/cfsi 9\zmm(D^&^mx-mM^^\^tcmm^mm 
L. M^^tLfc^mMh B s s p 6^W:^-r^^t^!mmt-r^^>y<^m(Dm 

25 5t?io 

2 6. B S S P 6it'fE^O^^U^/P^'^'fb^-ti-/c h^^;^v^3:z^:yi>#^l:; hlJj 
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2 7. B S S P 6itf5^:i5B S S P 6 ^=1— K-^-^ c DN A, J^DNA^fc 

5 2 9. B S S P 6il{ET-(Dmg^^ii$-lt/cy u/^T-^ h-7r>;^o 

3 0.ff5t^ril. 3. 5. 7, 9, 11, 1 3^/cfil 5cDV^-m/?)>l ofdlESt 

rl3 OtB«cDjn:f*o 

10 3 2. t hJ^.^C0?ajfc.ftb#j};i|t^iIl . 3. 5. 7, 9. 11. 13^/c«15 

i^'—^^mmir^zt^^u.m^T^Mi. 3. 5, 7. 9. 11. 13^/ctti 

33. tfjj^ill. 3. 5, 7, 9, 11, 1 3 ^/cH 1 5 ov^-ri^^^ 1 o{^lS<fe 

20 ^PJ^-r6:^&o 

34. m^mi. 5. 7. 1 S^fcttl 5(DV^-ri^;^l^l o}::tSife(Di?'>'^>^Kt> 

K-i- -y^mi^^^iHir^^ i^Pf^oB S S P 6 t> L< tt^Ottlr>T-^fJJ^i-5:^j*o 
25 3 5. It3i<ill. 5. 7, 1 3^fc« 1 5{CfEife(D^>^N:^K'b L< {^^(DirK- 

p 6 t^i^'PCDBS S P 6 t b< tt^tD^^t^^R^-^fi^fCSJ^^^ii:. ^.i^tKlZ^ 
l^fcm^itB S S P 6 (D*;^^b1^1$:^'(DB S S P 6 b< (^^CQ|$ff>t<7)»^1^{±l 

-rs. :ttf*;^"75B s s p 6 L< tt^(DK>f;T-^^jj^-r^;^fio 
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3 6 . S . ItJ^tiW 3 3 — 3 5 (Dl ^-Tti:^^ 1 oi::ieiJc<D:^fe, 

3 7.lt3j^ill. 3. 5. 7. 9, 11, 1 3^/cfi 1 5 (DV^-r;^^75^1 oiCfSit 

(7) ^ >- /-^^ ® ^ ^ (7)ifr it , mmz^Hf S (Df^Kf-^ — :^ — 
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HI 1 



hBSSP-6 




i 
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m 2 



hBSSP-6 



1^ ^ 

^ ^ ^ -W ^ § 



kb 
9.5 — 
7.5 



4.4 — 



2.4 



1.35 — 



1 
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hBSSP-6 



lists S i@ 2§ ^ ^ g 
:g ^ «^ ^ ^ ^ ^ 



kb 



9.5 — .><:^':. ^J'} 

7.5 ~ --^^'-.-^- ^v-V -V^. • 



4.4 — 
2.4.. 
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hBSSP-6 



^ ^ ^ m m ^ ^ 

^ ^. ^ m m m n 



kb 
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hBSSP-6 



28S- 
18S-. 



loc ^ 
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tn CM ^ 

43 



28S— 



wo 00/31257 



PCT/JP99/06476 



7/13 



Nhel 



Xhol 



;(His)6|. 



DOODK 



myc xtfl — 
pSecTrypHis/- ZL— P 
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Nhel 



Hindlli 




pSecTagZA 



Nhel Hindlll 



DOOCK 



Nhel Hindlll 



mycxh: I — 
pTrypSig 



Hindlll BamHI 



Nhel 
PCM^ 



DCXXK 



Hindlll BamHI 





•^^^:•:.^^t•;v^:.:.J^^ 







DOOOK 

pTrypSigTag 



myc xt I — y 



B 



po! 



MCSsv407tCtjA 
pFastBACI 



Bglll 



Hindlll BamHI 



W y»5*tAi(Hi5)6| 



BqIII 



DOOCK 



Hindlll BamHI 



DOOOK 





1 




(His) 6; 


9 



CXXXK 



DCOOK 



pFBTrypSigTag 



EcoRI 



^ BSSP 6 



Bglll Hindlll 
/H Ppop y>>5*tA«(Hi06W BSSP 



EcoRI 



6 



tXXXK 



DOOCK 



SV407pjA 



pFBTrypSigTag/ BSSP 6 
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125 



^ lOOH 



50- 



25- 



37r. 1 mm 



mM 



T — I ' • f " • r ■ I — r - • ■ ! ■ ■ I ■ ■ I 

23456789 10 



1 Boc-Gln-Ala-Arg-MCA 

2 Boc-Phe-Ser-Arg-MCA 

3 Bz-Arg-MCA 

4 Boc-Val-Leu-Lys-MCA 

5 Pyr-Gly-Arg-MCA 

6 Pro-Phe-Arg-MCA 

7 Boc-Val-Pro-Arg-MCA 

8 Z-Arg-Atg-MCA 

9 Arg-MCA 

10 Z-Phe-Arg- MCA 
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vo vo *L 

Ph cu, -Q^ 

CO C/0 

00 GO 

m m *\ V 

N 'C^ 

^ ^ z> :rN 



1 A 



ro ^ 



vo 
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VO 

I 



CO 
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1 1 



FB AB AH SG TG MG Lu Ki Li Pa SI Pi Te PI 




FB; 




AB; 




AH: 


f^XMB 


SG: 




TG: 




MG; 




Lu; 


flfli 


Ki; 


w 


Li; 


AT 


Pa; 


m 


Si; 


/J^Bi 


Pr. 




Te; 


mm 


Pi; 
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m 1 2 



kDa 




27.5—, 
20 — t 



V; ^MSIhBSSpe 
N; lE^hBSSPe 
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la 1 3 



3f-7X5K PC DU LN Te Lu FB AH 



PC; PC-3 
DU; DU145 
LN; LNCaP 

Te; mm 

Lu; flrjj 
FB; 

AH; mAMm 
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SEQUENCE LISTING 

<110> Fuso Pharmaceutical Industries Ltd. 
<120> Novel serine protease BSSP6 
<130> 661641 

<150> JP 10-347802 
<151> 1998-11-20 
<160> 39 

<210> 1 
<211> 1301 
<212> DNA 
<213> human 

<400> 1 

ctgccttgct ccacacctgg tcaggggaga gaggggagga aagccaaggg aagggaccta 60 
actgaaaaca aacaagctgg gagaagcagg aatctgcgct cgggttccg 109 
cag atg cag agg ttg agg tgg ctg egg gac tgg aag tea teg ggc aga ggt 160 
Met Gin Arg Leu Arg Trp Leu Arg Asp Trp Lys Ser Ser Gly Arg Gly 
-50 -45 -40 

etc aca gca gcc aag gaa cct ggg gcc cgc tec tec ccc etc cag gcc atg 211 
Leu Thr Ala Ala Lys Glu Pro Gly Ala Arg Ser Ser Pro Leu Gin Ala Met 

-35 -30 -25 

agg att ctg cag tta ate ctg ctt get ctg gca aca ggg ctt gta ggg gga 262 
Arg He Leu Gin Leu He Leu Leu Ala Leu Ala Thr Gly Leu Val Gly Gly 
-20 -15 -10 -5 

gag acc agg ate ate aag ggg ttc gag tgc aag cct cac tec cag ccc tgg 313 
Glu Thr Arg lie He Lys Gly Phe Glu Cys Lys Pro His Ser Gin Pro Trp 
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2, 

-11 5 10 

cag gca gcc ctg ttc gag aag acg egg eta etc tgt ggg gcg acg etc ate 364 
Gin Ala Ala Leu Phe Glu Lys Thr Arg Leu Leu Cys Gly Ala Thr Leu He 

15 20 25 30 

gcc ccc aga tgg etc ctg aea gca gee cae tgc etc aag ccc egc tac ata 415 
Ala Pro Arg Trp Leu Leu Thr Ala Ala His Cys Leu Lys Pro Arg Tyr lie 

35 40 45 

gtt cae ctg ggg cag cac aac etc cag aag gag gag ggc tgt gag cag ace 466 
Val His Leu Gly Gin His Asn Leu Gin Lys Glu Glu Gly Cys Glu Gin Thr 
50 55 60 65 

egg aea gcc act gag tec ttc ccc cac ccc ggc ttc aac aac age etc ccc 517 
Arg Thr Ala Thr Glu Ser Phe Pro His Pro Gly Phe Asn Asn Ser Leu Pro 

70 75 80 

aac aaa gac cac egc aat gac ate atg ctg gtg aag atg gca teg cca gte 568 
Asn Lys Asp His Arg Asn Asp lie Met Leu Val Lys Met Ala Ser Pro Val 

85 90 95 

tec ate ace tgg get gtg cga ccc etc acc etc tec tea egc tgt gtc act 619 
Ser lie Thr Trp Ala Val Arg Pro Leu Thr Leu Ser Ser Arg Cys Val Thr 
100 105 110 115 

get ggc ace age tgc etc att tec ggc tgg ggc age acg tec age ccc cag 670 
Ala Gly Thr Ser Cys Leu lie Ser Gly Trp Gly Ser Thr Ser Ser Pro Gin 

120 125 130 

tta egc ctg cct cac ace ttg cga tgc gee aac ate ace ate att gag cac 721 
Leu Arg Leu Pro His Thr Leu Arg Cys Ala Asn He Thr He He Glu His 
135 140 145 150 

cag aag tgt gag aac gcc tac ccc ggc aac ate aea gac acc atg gtg tgt 772 
Gin Lys Cys Glu Asn Ala Tyr Pro Gly Asn He Thr Asp Thr Met Val Cys 

155 160 165 

gcc age gtg cag gaa ggg ggc aag gac tec tgc cag ggt gac tec ggg ggc 823 



\ 
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3. 

Ala Ser Val Gin Glu Gly Gly Lys Asp Ser Cys Gin Gly Asp Ser Gly Gly 

170 175 180 

cct ctg gtc tgt aac cag tct ctt caa ggc att ate tec tgg gge eag gat 874 
Pro Leu Val Cys Asn Gin Ser Leu Gin Gly lie lie Ser Trp Gly Gin Asp 
185 190 195 200 

ceg tgt geg ate ace cga aag cct ggt gtc tac acg aaa gtc tgc aaa tat 925 
Pro Cys Ala lie Thr Arg Lys Pro Gly Val Tyr Thr Lys Val Cys Lys Tyr 

205 210 215 

gtg gac tgg ate cag gag acg atg aag aac aat tagactggac ceacccacca 978 
Val Asp Trp He Gin Glu Thr Met Lys Asn Asn 

220 225 
cagcccatca cectccattt ccacttggtg tttggttcct gttcactctg ttaataagaa 1038 
accctaagcc aagacectct acgaacatte tttgggcctc ctggactaca ggagatgctg 1098 
tcacttaata.atcaacctgg ggttcgaaat cagtgagace tggattcaaa ttctgccttg 1158 
aaatattgtg actctgggaa tgacaacace tggtttgttc tctgttgtat ceccageccc 1218 
aaagacagct cctggceata tatcaaggtt tcaataaata tttgctaaat gaaaaaaaaa 1278 
aaaaaaaaaa aaaaaaaaaa aaa 1301 



<210> 2 
<211> 282 
<212> PRT 
<213> human 



<400> 2 

Met Gin Arg Leu Arg Trp Leu 
-50 

Leu Thr Ala Ala Lys Glu Pro Gly 
-35 -30 
Arg lie Leu Gin Leu lie Leu Leu 



Arg Asp Trp Lys Ser Ser Gly Arg Gly 

-45 -40 
Ala Arg Ser Ser Pro Leu Gin Ala Met 
-25 

Ala Leu Ala Thr Gly Leu Val Gly Gly 
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4, 

-20 -15 -10 -5 

Glu Thr Arg lie He Lys Gly Phe Glu Cys Lys Pro His Ser Gin Pro Trp 

-115 10 
Gin Ala Ala Leu Phe Glu Lys Thr Arg Leu Leu Cys Gly Ala Thr Leu lie 

15 20 25 30 

Ala Pro Arg Trp Leu Leu Thr Ala Ala His Cys Leu Lys Pro Arg Tyr He 

35 40 45 

Val His Leu Gly Gin His Asn Leu Gin Lys Glu Glu Gly Cys Glu Gin Thr 
50 55 60 65 

Arg Thr Ala Thr Glu Ser Phe Pro His Pro Gly Phe Asn Asn Ser Leu Pro 

70 75 80 

Asn Lys Asp His Arg Asn Asp He Met Leu Val Lys Met Ala Ser Pro Val 

85 90 95 

Ser lie Thr Trp Ala Val Arg Pro Leu Thr Leu Ser Ser Arg Cys Val Thr 
100 105 110 115 

Ala Gly Thr Ser Cys Leu He Ser Gly Trp Gly Ser Thr Ser Ser Pro Gin 

120 125 130 

Leu Arg Leu Pro His Thr Leu Arg Cys Ala Asn He Thr He He Glu His 
135 140 145 150 

Gin Lys Cys Glu Asn Ala Tyr Pro Gly Asn He Thr Asp Thr Met Val Cys 

155 160 165 

Ala Ser Val Gin Glu Gly Gly Lys Asp Ser Cys Gin Gly Asp Ser Gly Gly 

170 175 180 

Pro Leu Val Cys Asn Gin Ser Leu Gin Gly He He Ser Trp Gly Gin Asp 
185 190 195 200 

Pro Cys Ala He Thr Arg Lys Pro Gly Val Tyr Thr Lys Val Cys Lys Tyr 

205 210 215 

Val Asp Trp He Gin Glu Thr Met Lys Asn Asn 
220 225 
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<210> 3 
<211> 1323 
<212> DNA 
<213> mouse 

<400> 3 

ccacatctga ctagggaagt aaggcgaagg aggcccatgg aagaaaaatc taaatgaaaa 60 
cataagctag gagaactgag gcttcaaacc tgaagctatc ta atg agg agg ctg aag 117 

Met Arg Arg Leu Lys 
-45 

agt gac tgg aaa tta tct aca gaa acc agg gaa cct ggc gcc cgc cct gcc 168 
Ser Asp Trp Lys Leu Ser Thr Glu Thr Arg Glu Pro Gly Ala Arg Pro Ala 

-40 -35 -30 

eta etc cag gcc agg atg att etc cga etc att gca ctt get ctg gta aca 219 
Leu Leu Gin Ala Arg iVlet He Leu Arg Leu He Ala Leu Ala Leu Val Thr 
-25 -20 -15 -10 

ggg cac gta ggg gga gag acg agg ate ate aag ggt tat gag tgc agg cct 270 
Gly His Val Gly Gly Glu Thr Arg He lie Lys Gly Tyr Glu Cys Arg Pro 

-5 -11 5 

cac tea cag cca tgg cag gtg gcc etc ttt cag aag aca egg ctt etc tgt 321 
His Ser Gin Pro Trp Gin Val Ala Leu Phe Gin Lys Thr Arg Leu Leu Cys 

10 15 20 25 

ggg gca acc etc ate gcc ccc aaa tgg etc ctg aca gca gcc cac tgc cgc 372 
Gly Ala Thr Leu He Ala Pro Lys Trp Leu Leu Thr Ala Ala His Cys Arg 

30 35 40 

aag ccc cat tac gtg ate etc ctt gga gag cac aat eta gag aag aca gac 423 
Lys Pro His Tyr Val He Leu Leu Gly Glu His Asn Leu Glu Lys Thr Asp 
45 50 55 60 
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ggc tgt gag cag agg egg 
Gly Cys Glu Gin Arg Arg 
65 

aac aac age etc ecc aac 
Asn Asn Ser Leu Pro Asn 
80 

atg teg tet cee gtc ttc 
Met Ser Ser Pro Val Phe 
95 100 
eca cac tgt gte get gea 
Pro His Cys Val Ala Ala 
115 

aeg tee age cee cag ttg 
Thr Ser Ser Pro Gin Leu 
130 

tec ate ate, gaa cac aag 
Ser lie lie Glu His Lys 
150 

gac ace atg ctg tgc gee 
Asp Thr Met Leu Cys Ala 
165 

ggt gac tet gga ggc ecc 
Gly Asp Ser Gly Gly Pro 
180 185 
tec tgg ggt cag gac oca 
Ser Trp Gly Gin Asp Pro 
200 

aaa gtc tgc aaa tac ttt 
Lys Val Cys Lys Tyr Phe 



6. 

atg gee act gag tec ttc 
Met Ala Thr Glu Ser Phe 
70 

aaa gac cac egg aat gac 
Lys Asp His Arg Asn Asp 
85 

ttt ace ega get gtg cag 
Phe Thr Arg Ala Val Gin 
105 

ggc acc age tgc etc att 
Gly Thr Ser Cys Leu lie 
120 

cge ctg ect cat tec ttg 
Arg Leu Pro His Ser Leu 
135 140 
gag tgt gag aag gee tac 
Glu Cys Glu Lys Ala Tyr 
155 

agt gtt egg aaa gag ggc 
Ser Val Arg Lys Glu Gly 
170 

etg gte tgc aac gga tet 
Leu Val Cys Asn Gly Ser 
190 

tgt gee gtc acc aga aag 
Cys Ala Val Thr Arg Lys 
205 

aac tgg ate cae gag gtt 
Asn Trp He His Glu Val 
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cee cac ecc gac ttc 474 
Pro His Pro Asp Phe 
75 

ata atg ctt gtg aag 525 
He Met Leu Val Lys 
90 

eca etc acc etg tec 576 
Pro Leu Thr Leu Ser 
110 

tet gga tgg ggc ace 627 
Ser Gly Trp Gly Thr 
125 

ega tgt gee aat gte 678 
Arg Cys Ala Asn Val 
145 

ceg ggc aac ate aca 729 
Pro Gly Asn He Thr 
160 

aag gac tec tgt cag 780 
Lys Asp Ser Cys Gin 
175 

ctt caa ggc ate ate 831 
Leu Gin Gly He He 
195 

cct ggt gtc tat aca 882 
Pro Gly Val Tyr Thr 
210 

atg agg aac aat 930 
Met Arg Asn Asn 



f 
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7, 



215 


220 


225 






tagaggggac 


ctgcttccca ccacccaacc 


cctccaacct cttcttaatg 


ctttgacttc 


990 


tcttcattct 


gccctaagaa gtcctcagct 


gggaccctgg catgtactct 


ctccgaccca 


1050 


rrat tiastat 


agtataggga tgctctaact 


tRateatcga cctegsecct 


ggaatcaaat 


1110 


cctgacttga 


actaaattgt gactctggac 


atgatcacca ctggttttgt 


ttgtttggtt 


1170 


gttttttgtt 


ttgttttgtt ttgttcccag 


ctttgaagac agtccctggc 


atatccc'agg 


1230 


gtttcaataa 


atatttgtta aatgataaaa 


aaaaaaaaaa aaaaaaaaaa 


aaaaaaaaaa 


1290 


aaaaaaaaaa 


aaaaaaaaaa aaaaaaaaaa 


aaa 




1323 



<210> 4 
<211> 276 
<212> PRT 
<213> mouse 

<400> 4 

Met Arg Arg Leu Lys 
-45 

Ser Asp Trp Lys Leu Ser Thr Glu Thr Arg Glu Pro Gly Ala Arg Pro Ala 

-40 -35 -30 

Leu Leu Gin Ala Arg Met He Leu Arg Leu He Ala Leu Ala Leu Val Thr 
-25 -20 -15 -10 

Gly His Val Gly Gly Glu Thr Arg He He Lys Gly Tyr Glu Cys Arg Pro 

-5 -11 5 

His Ser Gin Pro Trp Gin Val Ala Leu Phe Gin Lys Thr Arg Leu Leu Cys 

10 15 20 25 

Gly Ala Thr Leu He Ala Pro Lys Trp Leu Leu Thr Ala Ala His Cys Arg 

30 35 40 

Lys Pro His Tyr Val He Leu Leu Gly Glu His Asn Leu Glu Lys Thr Asp 
45 50 55 60 
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8 

Gly Cys Glu Gin Arg Arg Met Ala Thr Glu Ser Phe Pro His Pro Asp Phe 

65 70 75 

Asn Asn Ser Leu Pro Asn Lys Asp His Arg Asn Asp He Met Leu Val Lys 

80 85 90 

Met Ser Ser Pro Val Phe Phe Thr Arg Ala Val Gin Pro Leu Thr Leu Ser 
95 100 105 110 

Pro His Cys Val Ala Ala Gly Thr Ser Cys Leu He Ser Gly Trp Gly Thr 

115 120 125 

Thr Ser Ser Pro Gin Leu Arg Leu Pro His Ser Leu Arg Cys Ala Asn Val 
130 135 140 145 

Ser lie He Glu His Lys Glu Cys Glu Lys Ala Tyr Pro Gly Asn lie Thr 

150 155 160 

Asp Thr Met Leu Cys Ala Ser Val Arg Lys Glu Gly Lys Asp Ser Cys Gin 

165 170 175 

Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly Ser Leu Gin Gly lie lie 
180 185 190 195 

Ser Trp Gly Gin Asp Pro Cys Ala Val Thr Arg Lys Pro Gly Val Tyr Thr 

200 205 210 

Lys Val Cys Lys Tyr Phe Asn Trp He His Glu Val Met Arg Asn Asn 
215 220 225 



<210> 5 
<211> 934 
<212> DNA 
<213> human 



<400> 5 

actgggactc aagagaggaa cctggggccc gctcctcccc cctccaggcc 



50 
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atg agg att ctg cag tta 
Met Arg lie Leu Gin Leu 
-20 

gga gag acc agg ate ate 
Gly Glu Thr Arg He lie 

-1 1 
tgg cag gca gcc ctg ttc 
Trp Gin Ala Ala Leu Phe 
15 

ate gcc ccc aga tgg etc 
lie Ala Pro Arg Trp Leu 
35 

tea etc acc tct ccc acc 
Ser Leu Thr Ser Pro Thr 
50 

tgt etc tec cac etc age 
Cys Leu Ser His Leu Ser 
65 70 
cag aag gag gag ggc tgt 
Gin Lys Glu Glu Gly Cys 
85 

cac ccc ggc ttc aac aac 
His Pro Gly Phe Asn Asn 
100 

atg ctg gtg aag atg gca 
Met Leu Val Lys Met Ala 
120 

etc acc etc tec tea cgc 
Leu Thr Leu Ser Ser Arg 



9. 

ate ctg ctt get ctg gca 
lie Leu Leu Ala Leu Ala 
-15 -10 
aag ggg ttc gag tgc aag 
Lys. Gly Phe Glu Cys Lys 
5 

gag aag acg egg eta etc 
Glu Lys Thr Arg Leu Leu 
20 25 
ctg aca gca gcc cac tgc 
Leu Thr Ala Ala His Cys 
40 

cat gtc tec ccc gae ctt 
His Val Ser Pro Asp Leu 
55 

cgc tac ata gtt cac ctg 
Arg Tyr He Val His Leu 
75 

gag cag acc egg aca gcc 
Glu Gin Thr Arg Thr Ala 
90 

age etc ccc aac aaa gac 
Ser Leu Pro Asn Lys Asp 
105 110 
teg cca gtc tec ate acc 
Ser Pro Val Ser lie Thr 
125 

tgy gtc act get ggc acc 
Cys Val Thr Ala Gly Thr 
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aca ggg ctt gta ggg 101 
Thr Gly Leu Val Gly 
-5 

cet cac tec cag ccc 152 
Pro His Ser Gin Pro 
10 

tgt ggg gcg acg etc 203 
Cys Gly Ala Thr Leu 
30 

etc aag ccg tgg gtg 254 
Leu Lys Pro Trp Val 
45 

tec tec tee aac tac 305 
Ser Ser Ser Asn Tyr 
60 

ggg cag cac aac etc 356 
Gly Gin His Asn Leu 
80 

act gag tec ttc ccc 407 
Thr Glu Ser Phe Pro 
95 

cac cgc aat gac ate 458 
His Arg Asn Asp He 
115 

tgg get gtg cga ccc 509 
Trp Ala Val Arg Pro 
130 

age tgc etc att tec 560 
Ser Cys Leu He Ser 



• 
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10 

135 140 145 

ggc tgg ggc age acg tec age ccc cag tta ego ctg cot cac acc ttg cga 611 
Gly Trp Gly Ser Thr Ser Ser Pro Gin Leu Arg Leu Pro His Thr Leu Arg 
150 155 160 165 

tgc gcc aac ate acc ate att gag cac cag aag tgt gag aac gcc tac cce 662 
Cys Ala Asn lie Thr He He Glu His Gin Lys Cys Glu Asn Ala Tyr Pro 

170 175 180 

ggc aac ate aca gac acc atg gtg tgt gee age gtg cag gaa ggg ggc aag 713 
Gly Asn He Thr Asp Thr Met Val Cys Ala Ser Val Gin Glu Gly Gly Lys 
185 190 195 200 

gac tec tgc cag ggt gac tee ggg ggc cet ctg gte tgt aac cag tct ctt 764 
Asp Ser Cys Gin Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gin Ser Leu 

205 210 215 

caa ggc att ate tee tgg ggc cag gat ccg tgt gcg ate acc cga aag cet 815 
Gin Gly He He Ser Trp Gly Gin Asp Pro Cys Ala He Thr Arg Lys Pro 

220 225 230 

ggt gtc tac acg aaa gtc tgc aaa tat gtg gac tgg ate cag gag acg atg 866 
Gly Val Tyr Thr Lys Val Cys Lys Tyr Val Asp Trp He Gin Glu Thr Met 
235 240 245 250 

aag aac aat tagactggac ccacccacea cageccatca ccctccattt ccacttggtg 925 
Lys Asn Asn 

tttggttec 934 

<210> 6 
<211> 275 
<212> PRT 
<213> human 



# 



T 
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11. 

<400> 6 

Met Arg He Leu Gin Leu lie Leu Leu Ala Leu Ala Thr Gly Leu Val Gly 
-20 -15 -10 -5 

Gly Glu Thr Arg lie lie Lys Gly Phe Glu Cys Lys Pro His Ser Gin Pro 

-11 5 10 

Trp Gin Ala Ala Leu Phe Glu Lys Thr Arg Leu Leu Cys Gly Ala Thr Leu 
15 20 25 30 

lie Ala Pro Arg Trp Leu Leu Thr Ala Ala His Cys Leu Lys Pro Trp Val 

35 40 45 

Ser Leu Thr Ser Pro Thr His Val Ser Pro Asp Leu Ser Ser Ser Asn Tyr 

50 55 60 

Cys Leu Ser His Leu Ser Arg Tyr lie Val His Leu Gly Gin His Asn Leu 
65 70 75 80 

Gin Lys Glu Glu Gly Cys Glu Gin Thr Arg Thr Ala Thr Glu Ser Phe Pro 

85 90 95 

His Pro Gly Phe Asn Asn Ser Leu Pro Asn Lys Asp His Arg Asn Asp He 
100 105 110 115 

Met Leu Val Lys Met Ala Ser Pro Val Ser lie Thr Trp Ala Val Arg Pro 

120 125 130 

Leu Thr Leu Ser Ser Arg Cys Val Thr Ala Gly Thr Ser Cys Leu He Ser 

135 140 145 

Gly Trp Gly Ser Thr Ser Ser Pro Gin Leu Arg Leu Pro His Thr Leu Arg 
150 155 160 165 

Cys Ala Asn lie Thr He He Glu His Gin Lys Cys Glu Asn Ala Tyr Pro 

170 175 180 

Gly Asn He Thr Asp Thr Met Val Cys Ala Ser Val Gin Glu Gly Gly Lys 
185 190 195 200 

Asp Ser Cys Gin Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gin Ser Leu 
205 210 215 
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12 

Gin Gly He He Ser Trp Gly Gin Asp Pro Cys Ala He Thr Arg Lys Pro 

220 225 230 

Gly Val Tyr Thr Lys Val Cys Lys Tyr Val Asp Trp He Gin Glu Thr Met 
235 240 245 250 

Lys Asn Asn 

<210> 7 
<2n> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 
<400> 7 

aagcttggct agcaacacca tgaatctact cctgatcctt acctttgttg ctgctgctgt 60 
tgctgccccc tttgacgacg atgacaagga tccgaattc , . ;r ' . 99 

<210> 8 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 
<400> 8 

gaattcggat ccttgtcatc gtcgtcaaag ggggcagcaa cagcagcagc aacaaaggta 60 
aggatcagga gtagattcat ggtgttgcta gccaagctt 99 



<210> 9 
<211> 15 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
sequence 

<400> 9 

ttggtgcatg gcgga 15 

<210> 10 

<211> 27 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
sequence 

<400> 10 

tcctcgagac ttggcctgaa tggtttt 27 

<210> 11 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pSecTrypHis/Neurosin 



<400> 11 



m 
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14. 

gcgctagcag atctccatga atctactcct gatcc 35 



<210> 12 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasraid 
pSecTry pHi s/Neuros in 

<400> 12 

tgaagcttgc catggaccaa cttgtcatc 29 

<210> 13 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTrypHis 

<400> 13 

ccaagcttca ccatcaccat caccat 26 

<210> 14 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 
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15. 



<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTrypSigTag 



<210> 15 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pFBTrypSigTag 



<210> 16 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify active hBSSP6-encoding 
sequence 



<400> 14 



gcacagtcga ggctgat 



17 



<400> 15 



caaatgtggt atggctg 



17 



<400> 16 



atcatcaagg gttatgagtg 



20 



<210> 17 
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<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify active hBSSP6-enc.oding 
sequence 

<400> 17 

cggaattcgc attaagaaga ggttggag 28 

<210> 18 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6FI for RACE 
for human BSSP6 (forward) 

<400> 18 

tcaagccccg ctacatagtt 20 

<210> 19 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6F2 for RACE 
for human BSSP6 (forward) 
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17. 

<400> 19 

atcatgctgg tgaagatggc 20 

<210> 20 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6F3 to amplify 
full-length human brain BSSP6-encoding mRNA (forward) 

<400> 20 

ggactcaaga gaggaacctg 20 

<210> 21 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6F4 to amplify 
mature human BSSP6-encoding region (forward) 

<400> 21 

atcatcaagg ggttcgagtg 20 

<210> 22 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Designed oligonucleotide primer designated as hBSSP6F5 to amplify 
full-length human prostate BSSP6-encoding mRNA (forward) 

<400> 22 

ctgccttgct ccacacctgg 20 

<210> 23 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6Rl for RACE 
for human BSSP6 (reverse) 

<400> 23 

ttctcacact tctggtgctc 20 

<210> 24 
<211> 20 . 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6R2 for RACE 
for human BSSP6 (reverse) 



<400> 24 

atggtgtctg tgatgttgcc 



20 
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<210> 25 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6R3/P' to 
amplify full-length human BSSP6-encoding mRNA (reverse) 

<400> 25 

aactgcagga accaaacacc aagtgg 26 

<210> 26 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6Fl for RACE 
for mouse BSSP6 (forward) 

<400> 26 

cgacttcaac aacagcctcc 20 

<210> 27 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6F2 for RACE 
for mouse BSSP6 (forward) 
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20. 



<400> 27 



cttctttacc cgagctgtgc 



20 



<210> 28 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6F3 to amplify 
full-length mouse prostate BSSP6-encoding mRNA (forward) 



<210> 29 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6F4 to amplify 
mature mouse BSSP6-encoding region (forward) 



<400> 28 



taagctagga gaactgaggc 
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<400> 29 



atcaagggtt atgagtgc 



18 



<210> 
<211> 
<212> 



30 
19 
DNA 
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<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as niBSSP6F5 to amplify 
full-length mouse brain BSSP6-encoding mRNA (forward) 

<400> 30 

cttacaggct tggggattg 19 

<210> 31 
<211> 
<212> DNA 

<213> Artificial Sequence 
<220> 20 

<223> Designed oligonucleotide primer designated as mBSSP6Rl for RACE 
for mouse BSSP6 (reverse) 

<400> 31 

gatgatgcct tgaagagatc 20 

<210> 32 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6R2 for RACE 
for mouse BSSP6 (reverse) 



<400> 32 

catggtgtct gtgatgttgc c 



21 
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<210> 33 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6R3/E to 
amplify full-length mouse BSSP6-encoding mRNA (reverse) 

<400> 33 

cggaattcgc attaagaaga ggttggag 28 

<210> 34 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6R3 to amplify 
a portion of BSSP6 variant type-encoding mRNA from human prostatic 
cancer cell line PC-3 (reverse) 

<400> 34 

atggtgtctg tgatgttgcc 20 

<210> 35 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Designed oligonucleotide primer designated as hBSSP6F7 to amplify 
a portion of human BSSP6-encoding mRNA (forward) 

<400> 35 

cctcaagccg tgggtgtcac 20 

<210> 36 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify conserved region of 

serin proteases-encoding sequence 

<220> 

<221> UNSURE 
<222> 9, 12 

<223> n is a, c, g or t. 
<400> 36 

gtgctcacng cngcbcaytg 20 

<210> 37 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify conserved region of 

serin proteases-encoding sequence 

<220> 
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<221> UNSURE 
<222> 12, 15 
<223> n is a, c, g or . t. 

<400> 37 

ccvctrwsdc cnccnggcga 20 

<210> 38 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pTrypHis 
<400> 38 

AAGCTTGGCT AGCAACACCA TGAATCTACT CCTGATCCTT ACCTTTGTTG CTGCTGCTGT 60 
TGCTGCCCCC TTTCACCATC ACCATCACCA TGACGACGAT GACAAGGATC CGAATTC 117 

<210> 39 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pTrypHis 
<400> 39 

GAATTCGGAT CCTTGTCATC GTCGTCATGG TGATGGTGAT GGTGAAAGGG GGCAGCAACA 60 
GCAGCAGCAA CAAAGGTAAG GATCAGGAGT AGATTCATGG TGTTGCTAGC CAAGCTT 117 
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(57) Abstract 

Proteins having the amino acid sequences represented by SEQ ID NOS: 2, 4 and 6 and proteins derived from these proteins by 
deletion, substitution or addition of one or several amino acids in these amino acid sequences; base sequences encoding these proteins; a 
transgenic non-human animal having an altered BSSP6 expression level; an antibody against BSSP6; and a method for detecting BSSP6 in a 
specimen by using this antibody. 
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x^^ ThBsspej TmBsspej tWl^. m^^KW\Lf£\^^m^ 

nm^ TBsspej t-r^. ) .-Ky^^u:e-^H\ ^Kh(Dmmi$^. m,mi^. 

0 hBSSP6*.^iD?mBSSP6^ >y<^ ® bt>lC h B S S P 6 *5 J; t>m B S 

$nso ^(7)^':^^h'Ui^i:^mm.m^mi^-r?>mmi^mmLx^v)^ i^tA.t'(D 
B^mi^-t^mi^!^^&^:^£-^o'7-T—ifxmwf'^.^^n. f$.BMi^^^y< 
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T-iffi. -r-<xhvy^y>^m±viyy't2TT~-^izmLx:^oy). ztihn^< 

^iS^lJ^S^^$^TV>§o r.c^:;^fe{Cj;l9. Yamamura?, (Yamamura, Y. et 
al. ; Biochem. Biophys. Res. Commun. , 239, 386. 1997) . Gschwendb 
(Gschwend, T. P. et al. ; Mol. Cell. Neurosci. , 9, 207, 1997) , Chenh 
(Chen, Z-L. et al. ; J. Neurosci., 15. 5088, 1995) XW(Di]iL(D^^(D 
m^^^jmm.^ V >y''^TT—if^mM.LX\^^^„ 

!mmW-9-l 4 9 7 9 0^(Dmm^-3l,amM±V >^'xn^T—^=.^~u 
(Neurosin) :d^m^^fhXi6^ ^ :^7t-^ — a ix>(iBiochiniica et 
Biophysica Acta, 1350. 11-14, 1997{Clt3$g^$tLrv^^„ ^tliZ ^ ^ ± V l^Zf 
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mi^^mx^h^-^mm^h^. mK.i-£. m{c:i^\,^xnT^uyy^4-^-m (ad) 

AD(Dmmmmn^B. DSM-I I I R:fcJ;t5N I NCDS-ADRDAc?:) 
m^mMm (Mckhann, G. et al. ; Neurology, 34, 939, 1994) ^tzi^. DSM 
- I V(Dmmmm (American Psychiatric Association ; Diagnostic and 
statistical manuals of mental disorders, 4th ed, Washington DC, American 
Psychiatric Association, 1994) i-S^'V ^T— ^^{^^TtJiXTV L;O^L, 

TJi^^yy^^ -^-mcD^omnmxiim^&^^^kt Lxmw.t^mi,m\^^ibti 
^x^iz.f^<o. PET^spECT(c:j;i9?s,^. ±m&M(Dmmmm(Dwmmfj: 

(D^m^^-^mt^^^^fz.. L^-'Lf^ttcb. mmm-hmmm>.:i:^-ifxo)ikmi&Ti.c 

^'0Tj]^yy^4^—m^m'^'r^(Dl-imibXi^mXh^o ^tz. MRS^^^XH. 
CT • MR I M^^Bfftfflv^P^nTV^'S;^^ W^com^'^VV \^m(D^WM^\-^T 

mmti:^fzi^^ m^j:^mnmxmmi^tm^x^^<Di±mm\m'it(D^xh^. 
'oiEmmfj:^m±^-^x.^h(Dt i^x^<(Dm^m-h>kisf:>hnx^tztmm^. 

1) AD?^i^MC0^M^Vcf3a«lJ^C/^7^^. 2) AD(75f^ltfSm^^/c-rJblSfl 
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im±u.m. Apo E*3j:mtii(Z)ADfc^igii{E^;dsfe^^s^$f/^,^^(^^^^;^ 
tL<tty w?t^[-Pj^tL. mj&mtw<D\^&m^mnxmm^{zx<o . f*(Z)^- 

>'75SM51$n7'^< <h^:btL5;6^ K y >y ^^^5>)^|i- 

h y tx^(c:^Jl^n^T— if (Rha, S. Y. et 
al. ; Breast Cancer Research Treatment. 43, 175, 1997) t-^V>-y't2'rT 

y-^i^T^^^-^- (u-PA) /i^fc^, u-PAi-i^^i^y^^^nmmKJt 
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-^-:^-t^s#{-tT^^5o ^tihimcDfmmmmmnb. ^^m^ioxx^mm^s. 

P) (Taketa, K. et al. ; Tumour Biol.. 9, 110, 1988) :fc J:r/^J3^J,Mi^ > 

^^-^feii^. (CEA) {ii«:#>^'T'/^;<^lJffl$4^Tv^6, ffi^-^-:^;-^^^:.^ 

V) , ^t^Itt<Di^v^;)S(7^Jfavf ^^6^^ilf}Sfe^-^^/^|jg§g^|s^^^^_ 
2) f«3tM(D-v-:^-^ LT^ffi-l?fe6- ^/JS$g^^t^TV^§o ^fc, hK 
15 2 {iBiJ3i:^iif#S6^felJ^. (PSA) OSE^IJ <b 7 8 »9 . PSA 

tmj3i:mcO^{t;^6^^-:^-ir LT/2:<f^ffl$nTV^S (Mikolajczyk, S. D. 
et al. ; Prostate. 34, 44, 1998, Pannek, J. et al. ; Oncology, 11, 1273, 
1997. Chu, T. M. et al. ; Tumour Biology, 18. 123, 1997, Hsieh. M. et 
al. : Cancer Res., 57, 2651. 1997) . ^h\Z.^ h K 2 {^mtLm&(D-^ - ti ~ 

20 fcftTVi<, m'^(D^~io~t\^xh^mx^^-tiim^^f\.x\^-^ (cho, j. 

Y. et al. ; Cancer, 79. 878, 1997) „ ^tDftil. i^^.?t4'i^^ ^^^7=^1^1 9^7 
^^^^-K^ipij^i-Se/^^ (CYFRA 21-1) immi^^mXh^^t (Sugiyama, 
Y. et al. ; Japan J. Cancer Res., 85, 1178, 1994) , h V ^^WniH^y^'^ 

Ktuiifls: (ProGRP) W/J^m^{c>?j- LT^ffl/^ll5»-v-^— efe;^ <b . 
(Yamaguchi, K. et al. ; Japan, J. Cancer Res., 86, 698, 1995) 
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«*3ctr>l$^(D#am{CjSl/AT. Tyuyys^-^-'^ (AD) . TA./^)*^ 

^(^^m^^'-\kU(DT. a^{i^>>;^*5j;t>'t: h (7)0fM-fe y >-:7°d ^^r— tfcDti^ p 
^^>-^-{-^5^Ufc. t hgfMiry ^-^T^n^T— if- (hBSSP6) (Dmmit 

m^-^- 53-229) 75-^3/^ 19. I^Mfi 2 5 0^ (IS^'JS^ 2 . - 2 1 - 2 2 

■r^^^±m(D^:yy<^nxh^tn^hh.^. ^hiz. hBssP6«^M 

OiiT. ^MMhESSPe) C0i5jci&MttT^ 5 4fS (iE^iJ#-^6. 

y^#-^l-2 5 4) 75-f./^5- ir^fiEBJLfCo ^ xgfM-fe y ^-^^p xT— Ir' 

(mBSSP6) (Df^mmi-±T^ym2 2 9m (i£^iJ»-^4. T^y^#-^l~ 
2 2 9) ^>hf5!^'0^ mmnT^/m2 4 9m (iEM#-^4. T^y^#^-2 0 

~2 2 9/5-b;^5c'9 . tu3tl.^M}ir 5: y^2 7 6fii (ia^ij#-§-4, T^y^#^- 
4 7-'2 2 9) /O^^^^r ,^^|E0^L:fe.o ^/c. ^^M(Oir y >':^p xT-if (D 

:7°a7^T— hBSSP6*5j;t>mBSSP6T^7 mm^mXm^T $ 7 ^iS 

hf5^^T^ymEm (j^fe^MhBsspe (ia^ij#-^2) ) ^xnmr^ymEi 

^iJ^ = -K-t-§^SiS^iJ (Sa^iJ#-^U ^S#-^2 7 2-9 5 8) T'feS. 

iZ. @BW-^6 (T^ ygg#-^l ~2 5 4) {d^i-T^ 5 4i@;5^ibi^^T 

^ymmm (-^^syhBsspe (ia?ij#-^6) ) *5j;t>mT5 y^iE^ij^gTzn- 
K-r^i^sia^ij (iE^ij#-^5. 14-375) -esbSo ^tc. mn^^ 
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j^^T^y m§m immm b s s p e (iE^ij#-^4 ) ) is X mtr ^ / ^ie^u 
^=^-Y"i-^mmm (ga^ij#-^3. ±^^#-^2 4 4-9 3 o) x-^h. ^tz. 

2 (D^l^fi. fifeiiM hBSSP6T^y ^la^ij (ia^iJ## 2 ) (t:) N 

/c. T $ y ^ 2 8 2 m^^hla^^T =: y ^gE^iJ (fu3i:Mh B S S P 6 (ifijijft-^ 
2. T5y^#^-5 3-2 2 9) ) *5 J; T>1^T ^ y - Ki--5itSia^iJ 

(@E^ij#-^i. 1 3-9 5 8) -cfc^o */c. mmmMmi^mm 

-t-^ T ^ y M^ij J: ximmmmmm:imi^'r^T 5 y ^ie^u^ =1 - k-t -5±fe 

SiE^iJt>-atp„ ^ ^t-^^^<^T^ ymia^|J^Wi--5^$':/^^^«cDf^ifii^*:t^^i>, 
^^p^^^H 3 comun. f5^mm hBssper^iy ^ie^ij (iEJij#-^ 2 ) (d n 
^iffijliJtc:. lE^iJS-^ 2 (ci^i-- 2 1 t:)^^- 1 ^i?(D2 im(DT ^ ymf)miJU^n 
fc. y^2 5 Of@75-^^§T5 y^iE^lJ (|^MhBSSP6 (iE^iJ#-^ 2 . 
T ^ y 2 1-2 2 9) ) jo ct ^ y 3 - K-t-'5:^SSE^U (iE^iJ 

#-^1. ^£#-§-2 0 9-9 5 8) Xh^. ^/c. IIK6^miE^iJ{C^M-^>5T 
5 y Itia^iJ*5i:t>'^W6ti{ct^ia^ij(i:^fj^li-§T $ y ^iE^iJiSr='— K-r§ife£iE^ij 

^^^(D^ 4 (Dm^\-t. i^JcMmB S S P 6T$ y^lE^lJ (SE^lJ#-§-4) (DN 
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fz. r ^ 4 9.m:^^hm^T^ymnm a^gJmBSSPe (iE^iJ#-^4. 

T^y^#-^-2 0-2 2 9) ) ^^Xft^T^ym^=r~h^^^^Mm^] (IB^IJ 
#■^3. 8 4-9 3 0) ^/c. ^®6^{^f^ME^iJ{^^M-r:5T 

^^mcDM 5 CDSI^^i. i^ifefliSJmB S S P 6 T 5 y MEm (ia^lj#^4 ) (DN 
mmnn^. iS?iJ#^4{C^i--4 7^^^- l ^-I:-C04 7fi!©T5 /^;^M^AP$n 

4. y^#-^-4 7-2 2 9) ) *3 J:t>mT ^ y - K^-'SJ^M^iJ 

(ia^iJ#-^3. 0 3-9 3 0) T-fcSo ^«6^}Cf«^iJ{-*lfi^( 

6(DT^y^l-2 5 4) (DNmmiZ^ iS^iJ#-^ 6 fC^i"- 2 1 l^ls(D2 

hBSSP6 (iE^iJ#-^6. T^/^#^-2 1 -2 5 4) ) ^^m^T^^m 

^^-v-r^^mm (ie^ijs-^s. ±^s#-^5 1 -s 7 5) -c-fe^o ^/c. ^ 
^mmcDm 8 (Dmmi-i. % 7 (owmm^mMWmm-t:^ b s s p e ^^^-^ « 

^mmcom 9 (7)^1^«. B S S P 6 itfs^cD^^ W^/^;^'^.ft $it/c h 7 

*5 J: tZ-eoMit^^feT-fe -5o 
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:^mm(Dm 1 2 (Dmmn. b s s p 6^>y<^'s:^^tj^mm(Dmm-^~^~x^ 

fz.. *P^W^Cjo^^-C. ^ffiL/^#|5gi9. BSSP6. hBSSP6 ('^mMh 
B S S P 6 ^-^ti^) . mB S S P 6 {^{^, ±tS(^^Lfc#T ^ 7 ^lE^iJ^^-T^ 

11 1 ii. human multiple tissue blot^ffiV^/c/ if >':/n -/ h 

Il]2(i, human multiple tissue blot ifV:7'a -/ h(D'^W:^7r^ 

instil human brain multiple tissue blot ll^^V^ti/ y hCO^ 

I2l4f^^ human brain multiple tissue blot IV^ffiV ^7t 7 if >'>^~ a h Ojg 

!119«. h B S S P 60SKil#Mtt^^^-t-|l]-C-feSo 

in 1 Ofi, HB S S P 6^TLft:^ffiV^/-|am^#:B S S P 6 (D^m^Tik-rm 
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01 If*. hBSSP6(7)RT-PCR(7)*^m^^-rEl-efeSo 

mi2\'i^ Mmi^i^n^mmmh b s s p ecDmm^^-rmx-^^o 

V^T^TofcPCR-i^^f:/W:7^y^V^f--v-^>'(D|*^^.i^i-|g|-e^S^ 

ifi^iJll-§-2 (T^y^#^i~2 2 9) {^.i^-rT5yM?ijfiT^ye^2 2 9 
fifes h B s s p 6^^^fesv^^i^gt4M^5'^x^^^®-efel9 , ^tL^=3— K 

id^'JS-^ 2 (T 5: y ^s-^- 7 0-2 2 9) {d^-rr ^ y ^Sti^ijts r ^7^2 
w.nnM&%.9. 9 7 jS;?)^?, fife So *^p.^#^^«3:LMM^5'i^^^°^^K(7)T^ y^id 

#^-7 0' — 1 }i:7°u:rDgp^fc^vM*:yag{5iJ)-efe«9. he s s P6^:/^n° 

mm^2 (r^y^#^- 2 1-2 2 9) \z7r^irrxymmmT^ym2 
5 oj@;5^f>fifes h B s s p 6MM^:/^Ni^K-efci9 , ^H^ri^ Y^-r^m.mmm 

y^#^-2 1- — 1 tt^l/:7"D|H55>fcSVN(i^o^HS53^T'fc^), hBSSPGiS' 
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iB»-^4 (T5y^#-^-2 0~2 2 9) Ici^-TT ^ y ^SE^iJfiT 5 / 1$ 2 
4 9{|il;0^f.;5g^mB S S P 6 ^^M^ V^N^^-C-fo . Ki--5i^£ia^iJ 

/^#-^-2 0 1 ^i7V::^c2^5^feSV^{i^^^§|5^^-^.^^5^ mBS S P 6 

ia^ij#^4 (T^ 7®?#^-4 7-2 2 9) tC^-TT $ y ^SE^lJUT ^ 7 ^ 2 

4 7 1 }iy'^/y^^^^fe^V^tt7=•^g|S^-T;■fc^9. mBSSP6^^ 

6 (T 5 y 1-2 5 4) tc^t-T ^ y ^iE^iJ«, T 5 y ^ 2 5 

4mi)-hj^^mmmh B S S P 6 (Dj5K^M$>5V^tl?gt4Si?>yN^a-t:-foi9 , ^ 

V't^mmm\t.m.m^7 e 2fii^^^j5ijj^„ '^m^h BssP6<hhB 

ssP6<t(DT^y ^iE^ij±-e(D^^(i, hBssper^y ^la^ij (iE^ij#-^ 

25 2) «m§yhBSSP6T^yMa^lJ (iE^iJ#-^6) CDT ^ y ^#-^4 6 - 7 

@E^ij#-^6 (7-5 yM#^- 2 1-2 5 4) t^^-rr^ y^lE^ijfi, T^y^ 

2 7 5fli;6^^^'5^^Mh B S S P Q (DmWi^-^ l^^^i^ 'M.X^'O . ^ti^^— K 
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■r^ikmmm^^mms 2 sm^^^hf^^. t ^ 21 — 1 tt^-'u:/^ 

^ :9- 5 V > u f 15 ^ -5 „ 

S S P 6 ^=1- K-r^igSiB^iJfi, f^^>'^^^^«^^^ELTV^^«;6^^bmRN 

CO|^i^^^«^'■T^v^Wy^x^v-T^^-h (Chirwin, et 

al.. Biochemistry, 18, 5294, 1979) ^^fflV^S Clr /^ST't -So ±RNA;6-6 
<7)/Jiy (A) +RNAcog^$^fi;ty (dT) ^^^Lfctaf2^. ^J;!^'-^^^^ 

"mmz-^-^-t^ifs^) (A) n- (dT) 

— fe-5V^«h B S S P 6 L< «mB S S P 6 (DT ^ y ^IB^iJco— g|3t;i1^gfc:;-f--5 

#bi^/cInRNA^CtgM6<]/^DNAt,L<{lc DNA;^^p3j^S^N^:/-y KcDm 
RNA«^. fJiJ^fiV-. y (E. c o 1 i ) RNa s e H. -f-. y d 
NA>ify^^— r^y DNAy:^--- e^T-ML. D N Ai«{C'^i^i-§ 

h B S S P 6 t U< «mB S S P 6ite^:^Si£^iJ:^'b ^ t^^^L/t^^^^-^ 

— ^ffil/^T. hBSSP6t>L<ttmBSSP6|gsa«4^y (A) +RNA^ 

^M{^LTRT-PCR^fet;iJ:<9:i'p-r.:/^--t-5ritpTtgT*D^o */c, P 
C m^L^h-f. h B S S P 6 t L< ftmB S S P %m.B.^^m^m^ h }i l^7"n 

— ::7'^'ftM • iS^c DNAy-ry^ y — y — n^'i^^X. ifrti^i" 

S cDNA^#^- ^t-C-#5o ^^P^(Diti5^^, me>cD^fe{Cj;^)#btl. 

T'^So :^^0J(Dit^5^fi. ^^y;tf^^^7}.^^^V hfe (Mattencci. M. D. et 
al., J. Am. Chem. Soc. , 130, 3185. 1981) ^cDl^^eit^-^^^^fflV N^SfetC 

-hfScDj; 5(cbT#p3tL/ch B S S P 6*fcttmB S S P 6 a'e^^^ffiV^T. 
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. -f^ -.y vn^(Dm^. h B s s p 6 \-m(o^miL. mw, ji^m. 

J: XI^^ 3 ^ ^ co-^ ^ <D^m*3 J; t>m3ir|.^{:i*3V -^X^mm^ htiti, 
RT- P C Rnm(Dm^l.^:i6\^^Xlt. h B S S P 6 {*^^(D?S,^jo J;!/^!!!!-^- 

xf±^4^Mo^'^ry::<^(o^^j^x^^mm^(btifzo ^/c. mmmh b s s p e 

(DmRNAi-imiLB&mS^WXh^PC3. DU14 5, L N C a P (C^Ji. 

jvyy^^-^-m (AD) . xA.f)-A.. mm.m^mmm^o:>mm^^unm\zmm 

^Ktt. ^^m(D^>y^^m.(Dmm^^-r^m^^x^mnK^^^fi^, 
t\~x. a^. iX^. mwi6^x:^/-^tz\-mx^^t^bm-t^o mz. mm^2 

h\^<\±A\il7f^-t\i BSSP6t>L< fimB S S P 6 ^^MiJ' Wn'^^^ M^T^N^i^ 
^tlS r <b ^^^P^^e^miEBJ LTV ^ -So 
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(Grantham, R. et al. , Nucleic Acids Res., 9, r43, 1981) „ ti^oT. =i K 

^^2»A?i (Mark, D. F. et al. , Proc. Natl. Acad. Sci. USA. , 81, 5662, 
1984) m\Z.'^^X'fio:Ltt^X^^'^. 

- K$n§ ^ >'^<-^«/J^'^^0^tC h B S S P 6 L< ftmB S S P 6 |r]^ 
v?^ >- h ^=?^#TT:-i|$^iH^iJ(C^N^ y X-r^ - ;6St-# SSa^iJfi, #^ia 

pj}:i*3{ts;^ h y >i^:^>^hf£^ii^tn. m^it. 5 x ssc. 5%^vy^- 

h^?ft (0. 1 %B SA, 0. 1 0/oF i c o 1 1 4 0 0, 0. 1 %P VP) , 0. 
5%SDS*3j:t52 Om g/m 1 ^tti^^lf ^^D N A ^^^i-5^?^^T% 3 
7°C(^T— ^-l':/=ir^^— h L. oV^-e^ig.{c:-CO. 1%SDS-^^2XSS 
cxm^-r^mi^xh^o s sccolt:b'9{;:5iS:s S PE^-^ffiUTt>J;V\ 

ia^ij#-^ 1 . 3 ^fctt 5 OV^-rtL;0^CB5«c(D:^£ia^iJ}cS-i-VNT, h B S S P 
6 'bL< ttmB S S P 6 3l{5^^^^aii-^fc:i6(D:7°a-:/^iS^-r-5 - ctT^s-^-^ 
So feSVNfi, ^^^<^±tSia^lJ^-g-tfDNA^RNA^i:ii|iS-r'5fcfe<75:7"9-l' 
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^hlZ, ^^m^mm-t^ hBSSP6t3U<ttmBSSP6(7)c DN A:^S 
la^iJtcS^VNT. ^/ J^^\z:^^-r^ hBSSP6t,U<(SmBSSP 6 if-fS^ 

fi#P^W6-l 8 1 7 6 7-^. J. Immunol., 155, 2477, 1995. Proc. Natl. 

Acad, sci, USA., 92, 3561, 1995) ^ tw\m(D-)jmx^-Hh(Dm'mm(Dm% 

ffiS^^cCi^Sia^iJ /N-i- y V X-r ^ r ;^^T'# . ;i^'3'e(D:^Sia^iJt^ J: o T =3 

^—nm^l-X. I n V i t r o g e n Iti^W p B AD/H i s . pRSE 
TA. PCDNA2. 1. pTrcHis2A, pYES2. pBlueBac 
4. 5, pcDNAS. 1. pSecTag2. N o v a g e n ^±^(73 p E T , 
pBAC, Promeg a^Mc^p GEM, Stratagen e ttS^O p B 1 
uescripti I'bL<HPharmaci a|±^(7)pGEX. pUC 1 8 
/ig, pFastBACl (G I BCO^tm) :$:^m(D^^^y<^W^^m. 
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S e c T a g 2 A-<^ pSecTag2 B-<^ ( I n v i t r o g e 

-5. T 5 y Ma^lJAsp-Asp-Asp-Asp-Lys^3^ Kt-^MlS^iJ (^'^T 5 y ^ifi 

^^=^hi.< =2m^(Dmm^mifhti^o m^it. cHom, cos 

fTO. BHKlffl^. Vero^BBS. HEK2 9 3m, HeL 

a ^IS, J u r k a tBii^^ '^'^^Llffll^, -7'i7;^C 1 2 7mm. -7'?>^FM3 
Alfflflg, -S-^^. Mf^mm. S2. Sf9, Sf2l. H 

i gh F i V e---^ (^mmM) mmmt^h^. ^mmmi^^n^u^mti^. 
^ « ^ ^ — K-t-6i^®^ia^ij };i x<omm.^tifci^>y<^m(DN ^mm ^ 7t 
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^^ntchB S S P 6 ^/c«mB S S P 6 ^gg^-f-^, h B S S P 6 ^fcfimB 

hBSSP6t>L< itm B S S P 6 itfe^F-cD^^ U^/^^^-fb 
fc h^:/^i;=:n.^.^^#^t httii^fcSi-^o hBSSP6'bL<{*mB 
S S P 6ite^^<b{i. h B S S P 6 L< (imB S S P 6 yr^^ c DNA, 

h B S S P 6 L< fimB S S P 6 V^{i^^|,|lgS(D:5Fl£. h B S S P 

6 1> L< ttmB s s p 6 ^m-^-r^t^m^ti^mm(D^ti~xM.mm. mm^o 

:7°D^-^^^ ^^l.n^=^) (D—mzX^. S^. mP*5j: 
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SSP6tL<ttmBSS P 6 CO^flfe § V ^fi^^i|^g5c7)W55. t ^(^*5V^-r 
llI#fFm4 8 7 3 1 9 1 ^), (E sm^ ^mm'r^^W:fj:t7i^^ 

^^mi^^^mAt^m^^m^X.^mX^^^ cm. Lavitranoet Cell, 57, 

717. 1989) „ fe5^.^f^.<^^y;^:7^^,^Pl^^ r oxPi;..:/^' 

'r-^m^^y^u-^4±:^-±U^'i.T^ ^S^^^^^^^^y^^^ cerevisiae) (D 
FLPy t^-^^j^j-^ . ^ ^ . V oiCioif:^mtLW^^mi^^%R 
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9 v^- i^co =1 \^'-m-^m^i:^±(DmAnmc x <o im^tit:i h ^7 i^^z:^^ 
wmm-^^^. f^^«-^r>^^ mm^m^m-^ ^ ^m^m\^^hn^. 

ibcDftil^ (m^iM^^^^) ^ffl«L. -Etzi^LT*^! 0-1 5f@^M 
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*^0J(i^/c. hBSSP6'bU< «mB S S P 6 m%^-t ^^W^mm^-T ^ ^ 

iS^iJ^^t-ai5':/^N°^«^/-}i;eoif>tt:i^-t-§^iti$:;eiS^^tL^„ h B S S P 6 
1. L< ttmB S S P 6 hBSSP6'i,b<fimBSSP6 CDif>t 

^fcfliTLJfiLmf*. *liP^«^h B S S P 6 b< fimB S S P 6*fc«-^(7)|^ 
:^mm(DYi B S S P 6 t L< fimB S S P 6 *fctt^cD6&fK-fi. S-^{^<k ^)fet 

^^^:7 D^>hTv^^/-<>h ^^-^ L-c 1 - 6 mm^ 1 0 

^y^^^ ^yu-^--^ -^"i^^. -ir=¥. n !7 h U ^/5i'^{f 

r*5j;t>'SD^^-^ h^50S$?SL<, r>^{c:(lB A L B/- c . C5 7BL/6 



10 



20 



25 
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t -5o m.h.m^(Dmi^m(DWim:i. i^'\^i-i'^m(Dmmth b s s p e^tzitmB 
s s p 6 tm.ikmt^R]t^^^tim. tfimzi^^i.f-mmm(Dmi±^m-^-t^:L 

(Nature, 256, 495, 1975) ^^CO^fe (J. Immunol. Method, 39, 285, 
1980. Eur. J. Biochem. , 118, 437, 1981, Nature, 285, 446, 1980) 
teT'^So Si-^^JSii^Ji: LTflJtf y 3i^l/^^-y z3— (PEG) ^i?>-^V^ 

#flffl»<Jr LTtt^iJ;ttt*X - 63Ag8. NS-1. P3U1. SP2/0, 

15 AP-im'-mifhti^r-. $f^L<^isP2/056s^v^p.nso fflvN^n-ssit 

(M«) ifei:#MflMlSmtcO$^*LV^l:b^(il : 2 0-20 : 
l-efe<9, PEG (^f^ b< (iPEG 1 0 0 0~PEG 6 O 0 0) ^10~8 
0%^^(D?1^-C«PL. 20~40°C. L<(13 0~3 7°CT1'-1 0^ 
P«1-r V^r^-^- h-r^ ^ <!: J; 19 J; < ^iSi-g-^^M-C^ 5„ JrEB S S P 6 
t?C^M^yN^:7-y K— ^(D^^ y-^^^'(-(iS^(D^^;e>s{$^l:-t5:^^ 1|-|J;t 
h B S S P 6 t L< fimB S S P 6 trLi^^il:^^fcMf$i:*(CPi^*$-fr:t 

m^-^^^(Dm^. ^■^^:^^mi^^-yv :ym,mm\^^hn^) ^tcn^uy^^ 
>A^m:^. mmz.'i^^\^fzw.h BssP6t>b<«mBssp emw^^in-T 

K— ^i#*_bif ^» m^^n^mmmxm^^fcB s s p e ^*p;t. m 
tetciiit^LfcjiiB s s p 6 ^ ^—rjum^:t^m-r^:fvmmi!)mfhH^o 

ferCh B S S P 6 L< }*mB S S P iJ' n— :h/Utn:ft:cDilSiJ*3itN*i^ o — 
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^W-C■$^'bc:o/^e>f^•i■■(7)J;5/c^i^±fe^ffl^^T'£,m^\ ^y;t{^. l~20%. U 
^U<tt 10-20 %c^4^^^j,lik?f ^^tp R p M I 1-10 %(^4^S^J,li6L 

r^l. $?*U<«liirpl-23irBlT^^5. tg^tt, iii^5%;^^:;t;-^TT'ftt^n'2)o 

mB s s p ^^'^m(Dm-^tnmz.\.xm^x^^ 'rfj:t>ib. ip.'j^^fe<!= lt 

i-i'7i^:t^ Ayr^yir^ (R I A) ^m^;!s?l'J^y£ (EL I SA) fe. F 1 
EL I S A}£{Cj;-5^i5' y — — i/^" 

c^^sidin^^b-rso ^mm^^pA^^mAt'r^Js^x\ bsa. msa. 

OVA. KLH. ■^'7^>h\^<i-^:^^J^^Jl^^^:§:^^=cM^m^it'r^o ^ 

ffo ^t^^x^. Mci^^j,a'xmm(D:)vmxQ^t-r^mw^m.^-t^^:^^^^m 
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^co±vifc:;^]n;t-5o ::c?:>1^{c: LT#e)nfcm— (T^/n-T 7^^y K— ^{i. -p^y.^^ 

Mi:^«a^fi^^^^T:^»j:^^^^T9;6^ «]^£0|I|^[^T-i:#*-r^ (J. Immunol. 
Meth., 53, 313, 1982) ^b\Z.X^^ ^ ^—^J\^m?--km^Z.t1fiX-^^., 
■7^:^ =3 T-±^*^fT 9 :®-g-{±. 0'-20%(DFCS ^-^MM^ffitM ( I 
MDM. DMEM. RPMI 1 6 4 0 jo J:t>'M EM^) ^ffl V ^T^T 5 ^ i ;5S'e^ 

15 ^^<b;6S-e^'5o 

J:^-=E-y ^ a— :h/u^|$:(i, h B S S P 6 t L< UmB S S P 6 \z.m 

m^m^^^h. mm-r^'pfj:< fh3i^:x±(DT ^ ymmm. m^l< (17-20 

^ □ ^^^p^^j^^ ^^P^tCioftS h B S S P 6 t L< (imB S S P 6# 
m^^^^-^y ^a-^/b^^i:VN;t6„ ia^ij##2. 4*5j:tJ«6}ClS«c$n/cT^ 

y mnm(Dmx'i^^^nf:iT ^ y Bsspe^r^y -fc^ii 



20 



25 
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^M.^'^.ttm^s tt^i^^lcttlfe, ^L^-it^W:. -f^^-J^Mft: (15iJ;tf^DE AE) {ZX 

^m^mm. mm'L^m. ^^jmwm. ^j^.m^mm^fM-:fuy^^^^Ahi.<ii 

-r^tjiw^^m^w^ LT. ^^(D^mmm^ff o^t\zx.K) mmrr^ ^ t ^>x 
t^(omfj:-^<D^ ii(Dmfi:):tmx^m^^x^A\,^t^^ mK.\-t^^^isLmT 
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h B S S P 6 L< flmB S S P 6 ^fzl'i^(Dm>i{:i><:i'f-^^y ^yl.^ 
^/^bmcxjf y D— h B S S P 6 tiL< fimB S S P 6 ^lillL 

taf^^ffil/^r. ^^P^(Dh BS S P6^>L<{toBSS P 6 ^yt{i^(D||ff>T- <!; O 

^ h B S S P 6 t U< fimB S S P 6 ^fcf^^cD^jt^ 
m-^-t^ZLht^X^^, ^W-mZ-VX^ ::nA,(Dfcif$:^ffiUNXh B S S P 6 t> U< 
«niBSSP6'bL<fi^c7)KlT>T-^?|iJS-t-§:^?iiL-Cfi. 1^iJ;t«\ ^i^l**!^ 
tw1S-g^$-ti[:ycin:^t«^t:*aft:ir ct '9hBSSP6^>L<}imBSSP6^/c 

^fc, S^bh B S S P 6 t L< fimB S S P 6 .hltft^^Oh B S S P 6 'Jj L< 
(imB S S P 6 ^/ctt^cDi(fK-^JrCft:t^'^6^tCSi^^$it, }7L^<bS^£:; Lfc« 
irLl^.4;5^61^#:4^(7>h B S S P 6 t L< (imB S S P 6 -^1z.VX^(D'^fx^m'^-^ 
SM-^&^^IJffl X^X^'^^CD hBSSP6tiL<(^mBSSP6 %fM^(Dmf\ 

K-r ^y^m^X^h B S S P 6 L< fimB S S P 6 ^tLi-i^(Dm}i(Dm 

l^Xm^it^i^- h B S S P 6 t b< {imB S S P 6 ^ft^b^TL^^ff^j^^-^ 
BS S P6*/c{i^(7)!!DfJt^|Sl^};i^'g'i-^ 1 y^m^J: t'^m\^^^ ^ t^^-X 
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1^— h*3j;tl«N->?.i;'V— 5: iyju- 2 --v- U-^ $ KTiTT^— h^^i <}f■^fflv^§-v' 
^'1' 5 K7i. 1 3 - ( 3 - v?^ ^/ixT ^ y y'u tVu) ;!7/^4t'v^-r ^ K 

p— y^^. :7^=i^y h y :7^r.v'r->-, tp^^^iv-t^^. h 
:7^/i.T/P7=^^t K^d^^tf^n. ^7ti^Wi:LTfi-f yyi^^y-^K /i'v--y-^>' 



wo 00/31257 , PCT/JP99/06476 

27 

bn. Wn^-t^i^Mt L-Cfi' I , ' ^' I , ' I , ' ^c. =*H, p, '-"--sm 

TV^y ^-^^/U-^^^] TV^rrii^Ai^ (ABTS) . 5 -T 5 / 1?- y ^yl-^, ^ 
y]^h:7^=.U>iyT^>. y T^-^t^y 3, 3' , 5, 5' -y^ h 

$i§WlJ^LTtt, N, N' h:7^- i/>-v>-v ^-1- S: K. 4- (N-'v-U 

K^^i^-^^ . ^ K^;^7^yl/, 4, 4' - v?^:^ t° y v^^, ^(D 

LT«. :^-g-{Cj;o-rtt. -?:CO-7^^^ Vh, '^J;t«'F a b' , Fab. F (a 
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ziy^*j-^{i. ifiilt, ifivff. Jfe?^. im?^. WMr^^cDf^i^^, h B s s 

human brain cDNA library (Clontechth) ^i^Mf^LT. :7°^ -v— ifi^lj i ; 
GTG CTC ACN GCN GCB CAY TG (iS^lJ#-^3 6) . 2; CCV CTR WSD CCN CCN GGC 

GA (is?ij#-^3 7) i^^^-r±v>'^u^T~ifiz^m(DTKym:i,:iMJt>'r^m.m 

//K lOXExTa q/-^>y — ^ 5/il, dNTP^SAil, .LfST'^-r 
-^-^^1 0 pmo 1 . ExTaq (TAKARAt±^) ^0. 5 1 AD;tM7KT'^ 
»^5 0Ml^b. 9 4°C. 0. 55^. 5 5°C. 0. 5^. 7 2"C. lj^(D-^4 
iJ'^^-Ca 5|l]PCR^fTo/Co ^<DPCR||i^:SrTOPO TA^n— ^>-^^^ 
:y h (Invitrogen^±) p C R I J - T O P O^i^ ^ — <t ^^gif , ^jfi-CS^^ 

Pali^fi Lfc. ^ 0 tci y h Top 10 f;iJF^®$5m L . 
LB (Ainp+) h il 0 0 fz g/^ml (DT>il^'>V >'^^m-r^) \Z.m 

^#biXfc^^ n-^^COiS^iJ^G e n B a n k T'til^'tt^ii-<. ^^Tfco^c^ n 
-V. BSSP6Jt^^^c:oV^T5' RACE. 3' R AC Evfetd J; c D N A 

fl^i:Sulz:^(OmRNA(D:)^# $^S^/^oTl/^fCo ^^T\ B S S P 6 iJ' a — 
m^yy-^-^ — ^ GSPl^^^-v— (hBSSP6Fl (@E^IJ#-^1 8) ^/cfi 
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hBSSP6R2 (Se?iJ#-^24) . J;t/G S P 2 :7-^ ^ (hBSSP6F2 1 
9) */c«hBSSP6Rl (iE^iJ#^2 3) ) ^f^Mb. human brain Marathon-Ready 
cDNA (Clontechtt) *3j:tKhuman prostate Marathon-Ready cDNA (Clontechft) 

7 2°C. 3 0#^3 5f--r^/P-r5PCR^tto/Co 7J^^Z^ ^(DPCRM^^^l 
I 0 0icmRLfzi,(D^5 fi I ^ 1 0 Xy<-;/^7' — ^5 ^ 1 ^ dNTP^S 

M 1 . 1 0 //Mc7)_bs5GS P 1 0 pmo 1. M^iCl'f^ 

Mi-SAP 2 7°^-Y -^-^ lOpmol, ExTaq^O. 5^-^> ii^07X 
-T:-^a^5 0M ItL. ^tlsimiZ-PCR^notio ::(^PCR«^_hfeTO 

mm-^'y 4 -^-^Y^m Ltco ^fz:L mm^m^^ lt o r f ^m^-Mx-^ ^^ofj: 

m 1 (C^f:^^-^ -7- mm (brain) *5 J:tJ«ti]5:z:|.^§!J (pros. ) h B S S P 6 
# ^ com R N A ^ii*S-r§ bbizM^^ 5 Forwards" ^ ^^tf L fc) ^-f-^M 
L, human brain Marathon ready cDNAio ct t/human prostate Marathon ready 

cDNA^mmt uTPCR^^TV^[5]-^ ^->xh^:zt^mm\^. ^n^Top 

0 T vi^-:y^^^.y CO p CR I I ~T OP u—^ 
'^^L. ±*OcDNA^n-:/;5SAoy-c^^^JX5 KpCRI I/hBSSPG 
^#7to IrI^JCG S P 1 , G S P 2 ^mouse brain Marathon-Ready cDNA 

(Clontechtt) ^^MidLTS' RACE, 3' RACE^fe^^tV\ i^n— 
i^ LT-vr^;^(75^iPtt(DfeSit^5^p OR I I /mB S S P 6 ^^#/Co iE^iJ#-^ 

1 *5J:r>'3 jCh B S S P 6:fcJ;t>*mB S S P 6^=i^ Kf^ cDNAcD^mUm 

mm-^2:^6xn4{z-tih<D^mMmfj^(bm^^n^hB s s p e 

i^W*Dctt>'mB S S P 6(DT ^ / mMim^^-T. 
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sa ^ij 




human 


BSSP6 






1 8 


hBSSP6Fl 


Forward 


TCAAGCCCCGCTACATAGTT 


RACE 


1 9 


hBSSP6F2 


Forward 


ATCATGCTGGTGAAGATGGC 


RACE 


2 0 


hBSSP6F3 


Forward 


GGACTCAAGAGAGGAACCTG 


^Sffl (brain) 


2 1 


hBSSP6F4 


Forward 


ATCATCAAGGGGTTCGAGTG 


mature 


2 2 


hBSSP6F5 


Forward 


CTGCCTTGCTCCACACCTGG 


(pros. ) 


2 3 


hBSSP6Rl 


Reverse 


TTCTCACACTTCTGGTGCTC 


RACE 


2 4 


hBSSP6R2 


Reverse 


ATGGTGTCTGTGATGTTGCC 


RACE 


2 5 


hBSSP6R3/P 


Reverse 


AACTGCAGGAACCAAACACCAAGTGG 




mouse 


BSSP6 








2 6 


mBSSP6Fl 


Forward 


CGACTTCAACAACAGCCTCC 


RACE 


2 7 


mBSSP6F2 


Forward 


CTTCTTTACCCGAGCTGTGC 


RACE 


2 8 


mBSSP6F3 


Forward 


TAAGCTAGGAGAACTGAGGC 


^Sffl (pros. ) 


2 9 


mBSSP6F4 


Forward 


ATCAAGGGTTATGAGTGC 


mature 


3 0 


mBSSP6F5 


Forward 


CTTACAGGCTTGGGGATTG 


(brain) 


3 1 


mBSSP6Rl 


Reverse 


GATGATGCCTTGAAGAGATC 


RACE 


3 2 


mBSSP6R2 


Reverse 


CATGGTGTCTGTGATGTTGCC 


RACE 


3 3 


mBSSP6R3/E 


Reverse 


CGGAATTCGCATTAAGAAGAGGTTGGAG 





QuickPrep Micro mRNA purification Kit (Amersham-Pharmacia) 0:7'tJ h =i 
^Vi^ls^Lfc. ::cD7^yPi5' — CR I I /m B S S P 6 *d J:l>' p C R I 

i/hBsspej^tomBsspe (Df^m^^=^'- K-rs^5> (ia^ij#-^ 3 . m 

S#-i-2 4 4—9 3 0) *3j;tJ«h B S S P 6cOJ55cS^#:^=f— Ki-S^5^ (Sa^iJ# 
-^1. :^S#-§-2 7 2~9 5 8) ^^tL-^'n^Kt • L. a-='^P dCTP 
-e^fSs Lfc:7^P 5 X S S C l^fzhcDt. 6 5 °C-I?— M^Si^^ 

/Co lolliltC:, human multiple tissue blot, human multiple tissue blot II, 
human brain multiple tissue blot II, human brain multiple tissue blot IV 
(ClontechM) pCRI I/hBSSP6 (D^^f^^n— Ki-5$|55^^^ 

m'mm\^. a--^-^P dCTP-C^llgjLfdirn-^^SXSSCT'^^lRLfc'b 
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(Dt. 6 5°CT'— M^SJ^^^-^fCo ^(D^. 7^/1-^-^2 X S SC/0. 

1%SDS-C-^?E.3 0^r«^. lXSSC/0. 1 % S D S T'^iS 3 0 ^^^f^l. 0. 

lXSSC/0. l%SDS^-6 5°C3 057^rB^l;-2lE]^l/^. FLA 20 0 0^ 
^^-v^^^^V—h (S±:7^^^A^±) BS^^-it. ^?tlfU/Co human 
5 multiple tissue blotl^ (HI 1 ) , human multiple tissue blot II (0 2) 

human brain multiple tissue blot II (E]3) , human brain multiple tissue 
blot IV (E4) . t h(DMm. tu3tJt^:fcJ:t/|£r«;6^?5fMLfcmRNA (iU 

5) . 1 5 S gc0^r>;^^^i,^, ^%: \ 2 0*5 i ^cd-? r>::=^<Z)^b<i75^bflM Lfc 
mRNA. ^^ik'i ^^(D'^f:^<Omtm. Wm. I^M/J^^^IIM L/cmRN A (H] 
10 6) ^fc. ±fST^f^ML/cmRNA^Ready To Go RT-PCR 

Beads (Amer sham-Pharmacia) ^ffiv ^T=^ :y h-gs#CD7"n h =i— yi^ii 19 d h B S 
S P6*Dj:t/mB S S P 6{COVM:a<5^#m6'f]r^^-v'- (id^ij#-^l 8 43 J; 
t>'2 5) ^^mVNTRT-PCR^^TofCo "Ei-lgietci^-t-J^^lc, /ifV-:/' 
n hnmfrCDm^. h B S S P e fil^(D^««, If^^ tfj3t 

15 *>^M^^-ri§^^^L. mB s s PGitm^cDm. tu3ite j:t>mmT-^m 

;^5f^^i^) btl/Co * /c. R T - P C Rmfl'fT)^'^. h B S S P 6 (*J^i*:(D-?S,^*D J: 
XJ^miL^^X^^Wmi^ hh.. mB S S P 6ttif^iJ,^/^)^^^^t l 2 S-ri>;:?^(D|^:j3 

20 m^n^. 

mmm 3 hBssp6tL< {±m B s s p 6 mB'f-i^^='— K-r -sffsii? y v 

(1) ^m::^^^^ KcDlt^ 
25 7^^^? KpCRI I /h B S S P e^fdtip CR I I /mB S S P 6 ^7=- >- 

hid, h B S S P 6 iJ'^^/N^i^S^/cttmB S S P 6 ^ 

K-rS c DNA^igc (t h : lE^iJS-^ 1 , ^mm^2 7 2 — 9 5 
8 ;-vr>^ :i£?ij#^3, 2 4 4 ~ 9 3 0) ^ P C RRft^iZXtmUVti 

(t h(CoVNTmE^iJ»^2 l:ioctt>'ia^iJ#-^2 5 (DiE^iJ^^i-sy^-f ^ — 
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i^mi^tz.) „ C(75PCRMi|^^^ia^-npT r c -H i sB (Invitrogen) 

a mH I x^mim. -v>'^'t-> ^ uT—^x^m^mzi^fzhcDicMmm 

CRfe{CTj^?^lTL-Cge^i:i-5ir];>:7°nxT-if|§ii,^^^$ KpT r cH i 
s/hBSSP6i5j:D?pTr cHi s /m B S S P 6 ^^tp^^iM^#fc. 

^i^^■tLE. coli pTrcHis/hBSSPefc 
J;t/E. coli p T r c H i s/mB S S P 6 L. 1998^10^ 

2 9 B J; 19. g:f€#-^FeK M P - l 7 0 3 9 *5 J;t>'FE R.M P - 1 7 0 3 6 

cDT. e ^s^^mo < 1 T i 1 - 3 m^mmmumt^m^^^jimmf 

^^M.-y'y:^^ K^^^O^flWcZ^'^-.i^VWnp- — 1 Omlc^LB (Amp+) 
ifttlltCl^^L. -1^3 7°C T-t^^Lf^o ^tL^2 5 0mlOLB (Amp+) 
t^ttiJld^at. 3 7 -et^^L/'o 6 0 0 nmCOP^^t^^^O. 5 {ClT^^ofcH^. 
2 5 0 1 C7)0. IM I PTG (-r tVP- j3 -D (-) ^^^=7-:7Y 

^<:y7T— (1 OmMy :/^^^-/:7 7'-pH 7. 5. 1 mM EDTA) 
L. 7K_bT?a^^^S^^T5 ::<i:T'^fliS^fiS^L. 1 4, 0 0 0 r pm. 
T'2 0^is'L^LTa:^^#7t. ^COM^^O. 5% Triton X-10 
0^-g-tf^{«^/N<;/7T— -e2^gfeltL. Triton X-10 0^^^3|^ 
< /c»:5{C7k?5feLfc^(C8M<D^^^^«i4^<.^:7T- (8M 5 O mM 

Tris, pH8. 5, 20 mM 2 ME) "C 3 7 1 ^rHl?5ig-t~-5 d t T'j^ 

^?L/Co wCD^Jiiff^^TALON metal affinity resin (ClontechttM) ICilL. 1 
0 mM-< $ ^■y-/U'^:r'^t4^< y -7 r -T'^5fe?^^. 10 0 mM-Y 5 ¥V—)\^^^ 

-"^^X^m-i^^^W-mrX.. iJ'WN'^ShBSSPe-H i s*5j;t>mBSS 
P 6 - H i s ^#fcc 
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mmm4 bs s p ejifs^;^^^!- h^-t^mm.^ ]) >^-:/'t2y^T-±'mm^ >y< 

^KcOpFBTr y pS i gTa g S S P 6 ^ffi V J^r/^^^Si^CO 

(1) pFBTrypSigTag/BSSP6 (Di^M 

e I tBamHimitLfz^^^y^lyh^Nhe I - BamH imitLfzpS e 
c T a g 2 A (Invltrogeni±^) fCt^AL. pSecTrypHi s t L/Co 5 
M g(7)p S e c T r y pH i s LT 2 0W4C0B a mH I ^^P;t. 

bacterial alkaline phosphatase (SfSit) ^APx.T6 5°CT3 O^^Si^^Lfc. 

i|#r?fl¥9- 1 4 9 7 9 O^/df^ Biochim. Biophys. Acta. 1350. 11. 1997 
IE«$nTV^^^^fe}cmCT. C0L02 0 l«J;^mRNA^ML. cD 
NA^-g-j^gL, Kp S PORT/::^^ — p v'>^:ir p 

S PORT/^^-p v->J: (9, iE^iJ#-^9 4yj:u:i 0 (7)ia^iJ;^;^i-;5:/^ ^ 
-^fflV^TPCR^m\ -^-P'»Sttiy^i^(7)c DNA^#fc, ^COPC 
RMi!^(D 3 ' iKWX hoI1^-r^^lOunit(^XhoIT^ 37 3 B#Pb1 
Sift^-^^ZtiCXV^WrLfz^ Z.tlt pSecTrypHi s ^TAKARA 
^-r^'— >df.o, ^^fflV^-r^f AL. pSecTrypHi s/^-^l — a v'^/ 
(0 7) o 

ia^lJS^l 2CDgEJIJ^^'t-§:7^^^-^-:^ffiVNTpS e cTr y pH 

^5>iCLeu-Val-His-GlyCD-<v^9^ YtKmk\Z. < 5) J; 9 {C:iiil>Si-ao ^ p S e 
c T a g 2 AcDNh e I i H i n d h t;iff A L::^^ 5 Kp T r y p S 

i g^ft^L/Co 

Kp S e c T a g 2 A(D 1 /i g (0. 1 /z 1 ) ^»^*Nh e I *5 
cfct/BamH I T'^JaS-T S ^ i J: , I g G k (D y — i^— ifi^lj^ m - Ki-^fi 
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SDNA^^iX-^^'tbl 0 0 pmo 1 e-5^:hn^, 7 0°C-C1 O^PbI^^S LTht^ 
^?S-C-3 0 57^rBl:^gLTT^-y^^X/Co Nhe I B a mH I "C^S LfcH 
i s 6^m^>l^'-f-/um^lt pSecTag2A 1^1 <5o{CDN 3 
^'^^^yhVer. 2 (^?Siigt5fe^^%h) (7) U^^^ 2 . O ,x IMpl. 16 °CT\ 3 

^ftm:i±mm^>^°Tly h-tr/bX L l - B l u e (STRATAGENEtt) 0. 1 m 

S7'CX\ lfl#F.^>:--;^7— rSgir^tMLfCe 5, 0 0 0 r p m-C 1 ^^r.^L^ 

^mmi.. 1 00 H g/m 1 (DT'^^^'iyV >^^t^Tl^\i°^>V >'LB^'U~- hi^ 
m^^fz. 3 7^CX\ immmi^s ^C/c:=in^^;0-?.#bnfc:/7;^5 Kco^-^, 

Hi s^-/£^■^^'-^yK^DNA75S#A$tlTV^S^,(D^PCRTiliRL. -^H^ p 
T r y p H i s t L/Co 

pTrypHis(Z)His Ta gm^^^t^iS 2 0 0 b p^ia^lj#-^l 

3COi^M^^i-6:7"^^-v'-^fflV^TiitsU. H i ndllltBamH 

4 0b pCOliTvH-^pT r y p S i g(C#ALTp T r y p S i g T a g ^Srf^i^b 
(USA) o 

pTrypS i gTagCDM; Zft^lyZ^^-T/U^imA^ib^'^Tu^i—^fl^.^ 

T-ftMLTtcDNA^Bg 1 I I i:B amH I m<b}^J:o-C^^)[±lL. pFa s 
t B AC 1 (GIBCO) hl^ltpAL/Co If A;fyfS]^iH^iJ#-^ 1 0 

■^u-e—^—lz.X<^xm^ . aiR^tLS;^i^(c#A^n/c^o->'^il^L, p 
FBTrypSigTagi: LfCo 

5//g(DpFBTrypS i gTa g -<i^ ^ — bX 2 Omii(DB a mH I 

^UQx.xm^ (2 5°C) T'3 0^^r«mi^;$-frT7fe4Sg^¥mLfCo MtC. 
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2omiiL(DE c o R I -c-^n-::^^^^^ 3 ' m^tj}mLtcm. imticDm 

E. coli pTrcHis/hBSSP6 (gf^#-^FERM P - 1 7 0 
39) TJ^b^f^n^ p T r c H i s / h B S S P 6 ^ l^cfi p C R I I/hBSS 
P 6 J: i9 ia^ij#-^ 1 6*Dj:r/ia^iJ#-^i 7(DiB^lJ:^;t-t-5r^^•v-:Srffi^^TP 
CR§rm\ hBSSP6(D?St±f2is:ffiJ-tocDNA:^t#fCo #f.;M/ccDNA^ 
pFBTrypS i gTa g Cllf A L p FBTrypSigTa g/h B S S P 
6^#fc (I2I7B) o -(DP:^. ^^tlftL/ciE^iJ#^l KD^m^^-t ^-^^ 4 
-^-^fflV^T^SiE^lJ^^^i-§ rt(:ij;<9. ]EL<hBSSP6 TiS^A^tLT 
V^^jO-^MISLy-Cc E. coli p T r c H i s /mB S S P 6 (^re#-^F 
ERM P- 1 7 0 3 6) ;6^b^#^i^5pTr cHi s /mB S S P 6 ^/ctt^ 
mm 1 -T:1#/c p C R I I /mB S S P 6 V ^TI^1t{CmB S S P 6 (7)^t4f2js:^I 

pFBTrypS i gTag//hBSSP6 ^Gibco BRL BAC-TO-BAC 
baculovirus expression systenKD^n h ='—MZ.^-oXy''^^ ^ KDNA±{c: 
Trypsinogen signal peptide. His t a gRU^^'^'ru^-r—^mm^iiL^ 
m^Lti^^ ^ h B S S P 6 ^W'Z>m^m^y<^ 5 K^fmL/c. zn^BhC- 
TO-BAC baculovirus expression system(D-s'=.:iLTJl-l:L^l^S f — 9 JMflS'CII^ 

(2) mmm±oym\^ 

^(Dmm±m'=pi::nhntzm.m:^m^i^>'y<^Wh b s s p e ^^u— vti=7 

T-^fflV^-C=^l— h;i/7A (N i -NTA-Ag arose, Qiagenft 

i!^) (cfftu, p B s (d-r ^ ^-y-zp (fp^tMmx^) ^^fiiLfc^r<^r'^|5t6<]{d 
^ttiLfc. mhKfz-( ^^y^-jvmvd,'7^m^. $e.(cpD- 1 o^^a (Pha 

rmac i a tt^) P B S 5/ ^ L/Co ^ cO-y->:7"/P 5 0 L (Crc 

>^adf-:h-if (1 u/1 M L, I nv i t r ogenttM) lOyiL^f^fPL, 
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mi^. IM Tris-HCl (pH8. 0)T-«L/cO. 2Mmnmm^5 
)K*4 6 0 nm{C:fc{t^. ^*f^ffi{C^C^ AMC ( 7 -T 5 y - 4 -7« ^/l^^ 

^Jte^^y 5 feihBsspe m^(DVfm 
(1) ^^SMa 

S S P 6 i$7>-^N^^K^y^^7n^ h^^Tv^^/^V h (DIFCO^iM) i: 
1 : 1 ■^7^fnL'^-7/l-i^3 >"fbLfc:t(Z)^, ,m^i^X.h B S S P 6 ^>'^N:^7«;6S 

^^tv^, :^^ffi^j^^^^^:7n-i' > ^^T-o;^^^^ 1^ (D i Fcott^) t 
1 : 1 -ef^fP L^^yi^v? 3 >{b b/c O^M^^;! h B S S P 6 ^'^^'^ 

1 0 0// g/izEt/^sj;9i^^u. .^T-awL/co 2[Ei@oiij!jD^sco3 amf^ 
bfcm^mx. h B s s p 6 wn^^ i oo ^ gxmtfj:^^o mm^^^^ 

( 2 ) E L I S (fi^HtSife) 

:fe?affl*rci^.<!r lRl#(D;^}£TaiM l^t^m^^^h B S S P 6 v^^'^:^ KcT^i?^ 

:^«^?^^PBST5m gymUzmmL. 50(1 L/-?^yUTEL I SA7'W 

-hiz.zmr^mm^'^ti, «M7X-c-5[Higfe?^^. PBST4^^^;l#■^l^bfc:7~a 

(WPP?L^tt$^) X^y'^y^'^^^n-otz. ^(D'ikmWl.. (1) Tl# 
bn^-jflff ^Jktf%f?ffl^^-y (5%FBS^-^tfPBS) T5. OOOfg 

{C:#-3BRL. 5 0 /z L/'>;nyp-ro:J]n;t. ^fST' 2 Btre^Sl^:^ ^-fr^to h^j5fe 

(ICN/Cappel&M) ^ 5 0 m L/i:7 ^yi.-f o;t3P;t. ^^UX* 1 Btre^S/^^ $-fr7to p 



20 



25 



WO 00/31257 PCT/JP99/06476 

37 

-ri h :^z^jV7i-s^-7 a^— h y (Nitrophenyl Phospate. Di sodium, 

SIGMA 104 phosphatase substrate tablets) ^^^.K^tM (0. 5 mM:^fb-^ 
^^^-^r^^^r^ti^g. y-JVT^l^m»m (pH9. 7) ) }^2mg 

5>rflS^£:$^Jrfc^^. 5 0mLcO3N Na OH^in;tSJ^:^ffil:$-a:. 4 0 5n 

(3) ^ffl^ssfe-g-. /^-r^'I; K— ^cof^M 

3l4Rt. ^^■^'^^'^l^ ' ^T=-ly ' :^s7.ii-s^)yTs^^jVV^l^^-7 =c^—^ (HG 
PRT) ^W^X^h^Z.t^mm\^fz.'Q a I b/c-^'>;=^S^^anii— v-S P 2 
15 S P 2»2 X 1 O'fS^mEB^l X 1 0«fi^$>:b-l±-. 

^f^lx^-:^^'y=i-yl.4000 (PEG4000; Merck^tM) ^mmm^\^mM 
tUT-f^ffiL. ^^£^^^^V^»M'^^^To;^Co ii;^^<^*BJ3^ttmfflJISm»-t:-3. 
0 X 1 0»{IiI//mLfc:/^^ J: 5}-3i^^n>-j:#±ill (H^MMM) {:i t ;j<:^f-th^^ 
T^y:7''7^yv, v=>^;!]D^fc±§ttii (HATt^Hii) {ci^^l 9 6 •^^/p 

■v^ ^t2-r u— V (CorningttM) id 1 0 0 m L / o^yl'-ro^^a L/Co l^-g- 
*ffllS^CO,^>^^-<— ^- (3 7°C. 5%CO,) 3 ~ 5 0 ^{;iiji»-ro 

(4) ^>-r:7' y K— ^(DXi^ y — - >'i/ 
=l□^— ^$^(D5t|g$tL7^C'>:ii/KCOl/NT. t%m±.m'^(Dm^^x.\\B s s p 

6 ^ W5:^KfC>PtL-r^^6^(c:Sj^:i-^^^(75:t^^MMi-;5/cie){C. (2) X 
^Lfc(D<i:I^DE L I S AjS-C-T' u— h(c:|a^mx.h B S S P 6 ^ J: 
h B s s P 6 ^ LT h y -'J^VcoHa^^ffiVN. 
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(5) y^'^y'']) l^'—^cD^ a^-:^^ 

— vfcov ^xm^mmmz. ct ^ ^ n 3 0^^) UTt/ ^. h b 
m^^-r^y^^y'^j K— ^FB6MAi immwi^^xjFBQMAszmmmcD 

(6) ^ 'a—rJ\^^W-(D'^ 

±MxnhritL2m(Oy^-Cy\; K-^FB6MA1 1 y K 

10 — ^FB6MA5 3W1*(;0i:^*±rf 0. 5 m L ^fflV Mouse Antibody 

Isotyping kit (Gibco BRU±) ^m\^^XT y ^ ^ ^^m^tZo 2®£0^W^^y 
K— vFB 6MA1 l^ttfcctD^FB 6MA5 3 y ^ n — 

(7) ^ u—i-;v^iif.(Dmm:tnm: 

15 Sili^COlllittB a 1 b/c -v":7;^{c:0. 5 m 1 ^ ^ ^^^llfl^P^S^ 

2-6 ««jo ctr/s 2 E 5 mi>kw^^M^n 1 [Tcfe/c ^) »t) 1 0 ^mm^y o . 

1 8Gc0^^l^i+^ffiV^rm7k^SS^Lf^o ^S5JLfcfll7Ktt. 1, 000 rpm. 
20 4°C}CT1 0 5>Pflii.L^^gtt. ^Oiff^S 7°C. SO^^TOSb/^c^. 4=^0^^ 

-B^mLfr. 1 2, 0 0 0 r p m. 4^C-C-1 0 5>Fpm^l^^fit^^. =f# btL/cJi?* 
^'^^1'— ^^^-^Sepharose Protein A (Pharmacia biotechtt^) ^ffl 

^'x^^y ^u—rji^m.i^:tmmLfz. :i<Dm.i^mm(D 2 6 o ^ 280. 320 

n mfC*Dtt5®3t^^^Jj^L. werbulg-christianfei;i=t "9 fetf*)^>!t ^iiPJJ^ L/Co 
25 (8) f^^x^vi^a -^T^-^ Vi?" 

^ LT. t h U iz-r >'$r^4(7?2xSDS loading buffer (^— fb^^tM) 
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1 0 - 2 0 %;tf y T ^ y 5: k^j^vp (m~itm±m) x'm%^m uyt. 

il^m^. y-'ay hmiCSMMmm (Whattman^±$^) u f f e r A 
(m-itm^±m) iC2^k. buffers (^->fb^^i-^) b u f f e 

rC (m~itm±m) tcs+jc-SLfco :^fc7Ky t-^y ^'^v>:7yw:t^^ Km (P 
VDF8f : Millipore&M) ^ ^ / —McmLfz^^ ffl MtK^CIS LTk};!^^? 

■ittz. ^>'y<^m(DPVDFm--(Dmm^. m^t^mm^^i-^mm^-h-^^ tin.. 

y'tiy^- (yr^l-^iyT^tm) izmmMA-hhu f f e r Ai^^ft Lfc 2 lic(Dilt 
buffer BtCilL/cl PVDFSl, 'Jr/l^, *3j;t>'b u f f e 

BT-Bci pmtxm^^-^. mm±m^m^m^i^\i hBsspeiS^^-xN-^ 

^Jt^je t hB s s p 6^MM(75i^ C2 — 

t hm^mm'mmp c- 3 mmc\^fz7!)>\^\ p o i ya+rna^s^m 

LtZo ^^^o 1 i go d T^::^7'i'-v— ^ LTSuperscript II (Gibco BRL) 
^fflV^Ti$|5^LTcDNA$r^fijcLfCo ^tl^mmi^. O^XXfS 
4^r^^-^-(CPCR^J^;^^To/c. SJ^;«9 5°C2^(D=^. 9 5°C(CT3 0 
56°C{CT30#\ 7 2t:(e:T3 0#^3 5f-^:J^/PffofCo ^btb/cPC 
RM^^^TOPO TAi^n-^>'>J^d5^5, ).:^^VNT^D— ^i^^L. v'-^oi 
>'^^^To/-<b -^'^^Sih B S S P 6(D^'i^iB^iJ:^^iN/cL/c„ '^mi^h B S 

s P 6 ^=1- Ki-§^Sia^ij^iB^ij#-^5 {c. r©^gSia?lJ;^)^b^i^$i^-5i^m 

M h B s s p 6 ^ M(DT ^ y 6 icTjk-r, f^mmm-^- 5 

(C^5^^T. 1 3 9iiL(DT^ ymc y 5^=2— 5 2 8-5 3 Otec^:^SiH^iJ 

Ttgtj (DtjCDcir Ttgcj (Dh(D(D2mmA>W^i.tl. ti^oT. ga^ij#^ 
5(7)5 3 0{4cD««. rt^fcticj ^^i- fyj tdJzo-C^^tLTVN^S, iE 
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5KpCRIiyhBSSP6 variant type ^^#/Co 



2 0 hBSSP6F3 Forward GGACTCAAGAGAGGAACCTG 

3 4 hBSSP6R3 Reverse ATGGTGTCTGTGATGTTGCC 

2 5 hBSSP6R3/P Reverse AACTGCAGGAACCAAACACCAAGTGG 



mum? RT-PCR}c:J;§hBSSP6 mR N A(D|g?i)^?tlf 

Clontech^±<:fc '9^ALfct h^Mfll^Op o 1 yA+RNA^^M(:i 
Superscript II (Gibco BRU±) ^ffiv^To 1 i g o d Ty^9 ^ -^ — {zX-oXj^ 
m^^ft^n^\ cDNA^#/Co i^^W^KJti-XGihco BRl^±(D-7=.^TMZ\^ 

fflV^T. 9 5°Ct;iT3 OfJ.\ 6 0°C(;iT3 0#. 7 2 ^CtCT 3 0 1:1.^^ 3 5 i^^ ^ 

p c R ^j^: ^tTo /c. p c R ^ 1 % T u - ;^ ^^i-mn^Wixnm L 

(H 1 1 ) , 



MWiM 8 J; ^ h B s s P 6 ^MMcom^ 

^y:^^ KpCRII/hBSSP6variant typ e^^V:7'U- 
ht-. ia^iJ#-^2 1^25 ^:7°^-r-x'— t LTh B S S P G^MM^ Mf^^ 

RM^^^tl^^tlp T r c - H i s B (Invitrogen) ^B a mH I Ximt"^^ 

:;^m^DH 5 a^mwu^^'^. ^^f^='^=-—^p cRmz.xnmi.x^&^t 

-r^±U>y'nTT~ii^m-^^^^ KpTr cH i s/hBSSPB v a r 

i a n t typ e ^^t^±mm^mtc. mbtifc±mmit. E. c o 1 i p 

TrcHis/hBSSP6 variant t y p e <!r#^ Lfc. 
^^:^'7^^ K^ito^^fliMcOv-^i^Vbria- — 1 Om 1 (DLB (Amp 
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mmi:immi.. -mST^CX'tmLtL. ^n^2 5 0ml(DLB (Amp 
2 5 0;zl(D0. IM IPTG V 7^ n tVP- ^ - D (-) ^ t:^ 

^y^T~ (I OinMV>my<^yyr-pH7. 5. ImMEDTA) T'Sl^^L. 
7K±T^W^^S^^T5rtX^>^m®^ML. 1 4. 0 00 rpm. 4X:V2 
O's^m^bLXtt^^mz. ^(Dttmi^^O. 5% Xr i t on X-lOO^-^ 
t^mWmm^<^y^T-X2mm:^L. Triton X - 1 0 O ^ ^< 7ta6 
{c:7K-/5feLfct^^C8M(D^m^^tp«.^:y:7T- (8M 5 0 mM Tr i 

s pH8. 5. 2 0mM 2ME) X' 3 7 ''cx 1 mmmm-T^ z t xmmLfz. 

(Dmm-m^T ALON metal affinity resin (Clontechi±M) {^ilL. 1 0 mM^ 
2 1 hBSSP6F4 Forward ATCATCAAGGGGTTCGAGTG — 

^»J9 RT-PCRiiMF>^^^:/-y^V^f-v^3V^c:J:§^MMhBS 
S P 6 mRNA(D;i^{±J 

Clontech1±J;i9^AU/ct h#®m§g(Dp o 1 yA+RNA^^(c 
Superscript II (Gibco BRLi±) ^ffiV^To 1 i go d T 4 -^-{z^^X^ 

cDNA^#fc. il^lg^SJ^CfiGibco BRLttO-^^^T^WCL 
fz.t>\.\ SS'^CWo/c, ^<^cDNA^^M{CiE^iJ#-§-2 0ioJ:r/3 5^r^ 
^-^-iCLT. 9 5°C}CT3 0#. 6 0°C}CT3 0#. 7 2 °C{ZT 3 0#^ 3 0 
1^^ ^.KD P C KKJJt^^n^tc. ^htlf^ P C R»^^fe{^ Lfc;iSoT^^ n 
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C^^-r/P^— (Hybond N + , T'^v'-tA- 37 v-T^t) ±\zyt2^y 

h LfCo rcol^. pCRII/hBSSP6 variant type ^MM 
c o R I ■X:'WmLtii,(D^=i>hrn~yUt LXmm^Zfm y Y b^to ^(D 
^ >^y^>y^/U^~lZMl^XpCR I I/hBSSP6cD^S:^r3— K-r-S^ 

5°C-T:— S^SJ^^^-^fc, :7^yl.^-:^ 2 X S S C/0. 1%SDS 

T-^?a3 05>rBl. lXSSC/0. 1%SDS-C-^?S3 O^^PbI. 0. IXSS 
C/0. l%SDS-^-6 5°C3 0^^rHlT'2[p|}5feV^. FLA 2 0 0 0 ffl-C 7< 

•ffi««PC-3. DU14 5. LNCaP. *3j;U^-t h(D*tm. ^ff:. m^M. 



3 5 hBSSP6F7 Forward CCTCAAGCCGTGGGTGTCAC — ^ffl 

S P 64oJ;U«mB S S P 6) /jf y U-;^^ K. ^;rLe(Dtg|^^$:. ^Bf*. tiJ,iE 

i^:^xummmm^>mm^ri^. ^ btc. *^0^icj:oT. h b s s p 6:foj; 

t>mB S S P 6 V/^:^' ^^.C P^mc h B S S P 6 *3 J;t>mB SSPen^V^^U 
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SEQ ID NO: 7: Designed oligonucleotide to construct plasmid 
pSecTrypHis 

SEQ ID NO: 8: Designed oligonucleotide to construct plasmid 
pSecTrypHis 

SEQ ID NO: 9: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 

SEQ ID NO: 10: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 

SEQ ID NO: 11: Designed oligonucleotide primer to amplify a 
portion of plasmid pSecTrypHis/Neurosin 

SEQ ID NO: 12: Designed oligonucleotide primer to amplify a 
portion of plasmid pSecTrypHis/Neurosin 

SEQ ID NO: 13: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypHis 

SEQ ID NO: 14: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypSigTag 

SEQ ID NO: 15: Designed oligonucleotide primer to amplify a 
portion of plasmid pFBTrypSigTag 

SEQ ID NO: 16: Designed oligonucleotide primer to amplify active 
hBSSP6-encoding sequence 

SEQ ID NO: 17: Designed oligonucleotide primer to amplify active 
hBSSP6-encoding sequence 

SEQ ID NO: 18: Designed oligonucleotide primer designated as 
hBSSP6Fl for RACE for human BSSP6 (forward) 

SEQ ID NO: 19: Designed oligonucleotide primer designated as 
hBSSP6F2 for RACE for human BSSP6 (forward) 

SEQ ID N0:20: Designed oligonucleotide primer designated as 
hBSSP6F3 to amplify full-length human brain BSSP6-encoding mRNA 
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(forward) 

SEQ ID N0:21: Designed oligonucleotide primer designated as 
hBSSP6F4 to amplify mature human BSSP6-encoding region (forward) 

SEQ ID N0:22: Designed oligonucleotide primer designated as 
hBSSP6F5 to amplify full-length human prostate BSSP6-encoding mRNA 
(forward) 

SEQ ID N0:23: Designed oligonucleotide primer designated as 
hBSSP6RI for RACE for human BSSP6 (reverse) 

SEQ ID N0:24: Designed oligonucleotide primer designated as 
hBSSP6R2 for RACE for human BSSP6 (reverse) 

SEQ ID N0:25: Designed oligonucleotide primer designated as 
hBSSP6R3/P to amplify full-length human BSSP6-encoding mRNA (reverse) 

SEQ ID N0:26: Designed oligonucleotide primer designated as 
mBSSP6Fl for RACE for mouse BSSP6 (forward) 

SEQ ID N0:27: Designed oligonucleotide primer designated as 
mBSSP6F2 for RACE for mouse BSSP6 (forward) 

SEQ ID NO: 28: Designed oligonucleotide primer 
designated as mBSSP6F3 to amplify full-length mouse prostate BSSP6- 
encoding mRNA (forward) 

SEQ ID N0:29: Designed oligonucleotide primer designated as 
mBSSP6F4 to amplify mature mouse BSSP6-encoding region (forward) 

SEQ ID N0:30: Designed oligonucleotide primer designated as 
mBSSP6F5 to amplify full-length mouse brain BSSP6-encoding mRNA 
(forward) 

SEQ ID N0:31: Designed oligonucleotide primer designated as 
mBSSP6Rl for RACE for mouse BSSP6 (reverse) 

SEQ ID N0:32: Designed oligonucleotide primer designated as 
mBSSP6R2 for RACE for mouse BSSP6 (reverse) 

SEQ ID N0:33: Designed oligonucleotide primer designated as 
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mBSSP6R3/E to amplify full-length mouse BSSP6-encoding mRNA (reverse) 

SEQ ID NO: 34: Designed oligonucleotide primer designated as 
hBSSP6R3 to amplify a portion of BSSP6 variant type-encoding mRNA from 
human prostatic cancer cell line PC-3 (reverse) 

SEQ ID NO: 35: Designed oligonucleotide primer designated as 
hBSSP6F7 to amplify a portion of human BSSP6-encoding mRNA (forward) 

SEQ ID N0:36: Designed oligonucleotide primer to amplify 
conserved region of serin proteases-encoding sequence; n is a, c, g or t. 

SEQ ID N0:37: Designed oligonucleotide primer to amplify 
conserved region of serin proteases-encoding sequence; n is a, c, g or t. 
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^ (D m 



y mnm^m-r^ ^ >y<^m. ^ /c^, gs^ij#^ 2 <dt ^ y 1 - 2 2 9 }:i 

2 . |E^IJ#-^ 1 (Dmmm^ 272-958 tC^i-:^Sid5^iJ. iS^iJ#-^ 2(DT^/ 

1-2 2 9 tci^T^-TT ^ y mwin^ - K-r -si^Sia^i ^ m ^ t^^g 

tt^^cei^SlE^iJ i:;xhy>i/^v|. /^^j/|r-fr-^.^^^ -7- y ^-^ ;^^oia^ij#^ 
2 y^#-^ 1-2 2 9}c^-rT5 y^ifi^ij:^^-rs^:/^^i!^K<tl^^(Dtt 

3. ia^iJ#^4(7:)T5y^#-^i-2 2 9(c::^-rT^y@^2 2 9my!)-hf^^T^ 
y ^la^ij^^i-^ WN'iJ'W, ^fcti, iE^ij#-^4 cDT 5 y ^#-^ 1-229}- 

^tltiT^ ymMmf)>hti'0. /5^oIE^i]#-^4£DT5 y^#-^l - 2 2 9 (ZL^i" 

T ^ ymE^^\^^-r^<^>y<^mtmm(Di±W'i:^-rh^'^y<-i^n. fc^v^}i^ 

4 . iE?lJ#^ 3 CD:^S#-^ 2 4 4-9 3 0 iiC^-i~m.&m^L iE^lJ#-^ 4(DT^y 

mm-^ 1-2 2 9 izfjk-tT 5 y ^ME^ij^ 37 - v-i-^^mnm. * ^cf^ r tt 

4CDT?ym#^l-2 2 9tC^-t-T5 yM^IJ^^^-fa^^-zN-^g^l^^cZ^tt 
5. SE?IJ#^2<DT$ y^#-^- 5 3-2 2 9(C^-t-T5 ym2 8 2 {HtS^^Pd^-S 

T ^ ymmm^^-th^^'^^'^m. iE^iJ#-^2<7:)T 5 y^#-^- 5 3 — 

2 2 9 td^-TT $ y ^IE^iJ(d4oV ^T 1 L < fi^igcDT 5 y ^^i^:^^, a^ti L 
< ^-tH-hw^fhf-T 5 y ^lE^ij^^b^^f "9 . ;0^oiE^ij#-^ 2 (^r 5 y 53 — 

2 2 9i,z^-rT ^ ymnim^^-r^i^>y<:^mt[s]m(D^M^^ir^^>y^^'m. 



PCT/JP99/06476 



fiM#-^4 (DT^y ^#-^- 4 7 

^-rt^ssa^i ia^ij#-i-4(DT5 

''■tT^ym2 5 4jlS/ii^b^^T 
r-^ 6 CDT ^ y 1 ~ 2 5 4 

) <DT ^ y 1 ~ 2 5 4 (C^ 

a^ij ^ Wi- 5 ^ K <b m ^ c7) 

Itd^-rr^ y^2 7 5f@;0^^;^ 
a^lj#^6 (DT 5: y 2 1 

B^lJ#-^6(DT^ y^S-^- 2 1 
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~ 2 2 9 iC^-tT ^ J ^iE^iJ{C*3V 1 ^3 L < (*^f@|(DT ^ / m.i)^^^. 

1 2 . ia^iJ#-§- 3 cDi^S#-^ 10 3-9 3 0 i£^iJ#-§- 4 COT ^ 

ymm^-A 7-22 gf^i^-rr^ys^ia^ij^n-K-rsi^Sia^ij. ^/^f^-n 

^|J#-^4C0T5: y^#^-4 7~2 2 9 t;i^-rT ^ / ^iEJiJ^^i--5 W 
1 3. ia^iJ#-^6 0T^ ~2 5 4(:i^-rT^ /i^2 5 4fSI/j-p3j^Jc;5T 

^ y®?ia^ij^^-r5^5' -^tM. ia^ij#-^6(DT^ ~2 5 4 

AP^nfcT^ y^ia^ij7J)^^,/^t9. ^^oia^iJ#-^6(7)T^/^#-^l~2 5 4{C^ 
1 4 . ia?lj#-^ 5 (Dt^S#-^ 1 14-8 7 5 td^i-^^Sia^iJ, iajlj#-^ 6 <DT ^ 

-^6<DT^ — 2 5 Ai^iTTk-tT^ ^ mnm^m-t^ ^ mtw]^(D 

1 5. MEfm^6(DT^ym^^- 2 1-2 5 4 iC^i-T ^ y ®^ 2 7 5fi;^^^^ 

— 2 5 4 (c/i^-rr 5: y ^lE^ijtcijav 1 1 l < ftM<75T ^ y g^t^ 
-2 5 4ic^i-T5 y®^ia^ij^^i-§^WN"i^K<tlwI^co'r4S^^-r5i? v/n'^ 

1 6 . iE?iJ#-^ 5 5 1-8 7 5 {C^-Ti^giE^U. iE^iJ#-^ 6(OT\y 

1 -2 5 4{C^-fr^y«^iJ^r^-K-r-5:^Si£^iJ. S^cJl^nc^ 
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#^ 6 (7)T ^ / mm^- 2 1 2 5 4 iZ^.-TT ^ / ^iE^iJ^^^-f ^ « <b 

i;^^^^ ^/^^#TTv^^ y y XL. ;^)^o. iE^iJ#-^3 ^c:^i-^SiE^lJ;as=:- 
19. iEm^5{^.i^-r^sgE^ij, ^/cfi. zh.iz.^Mm^^j:^mmnt:=<^hv>' 

20. ft*il2. 4. 6. 8.10.12.14.1 6-1 9 COV ^-f 1 o{;i 

2 1. i*3}tXi2. 4. 6. 8. 10. 12. 14. 16-1 9 (7)V ^-ri^;0=^ 1 o(C 

2 2 . 2 . 6 . 8 ^ /c{i 1 7 cov ^-f tL/i)^ 1 otc:iE«c(DJ^aiE^iJT'?f^K^m 

L/clBIS^J:^« L. M^^tLfc h B S S P 6 ^t^-TS <ir ^mmt-T^ ^ >y< 

2 3 . fi*^4 . 10. 1 2t.fcl-i 1 8 (DV^-rti^^ 1 0}^l5«c(7):^S@S^iJT?f$K 

2 4 . If jjtii 14. 1 6 ^fc« 1 9 ii^sm(Dm.mnmx'Mm^^Lfcmm^tm 
L. M^^tLfc^MMh B s s p 6^m^ir^^t^mmt-r^^>y<^'M:(Dm 

2 5. K^»^:^cfiaMlS-efeS. 1*^312 2~ 2 4(DV^-f 

2 6. BS S P 631{5^o|g^U^yl.^^^^t:^-ti:7t h^>';^v?3.^-/i^^^t ht!i 
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2 7. BSSP6itf5^jiSBSSP6^3-Ki-§cDNA. ^'yM^DNA^fz 

/eft JR^S 2 6 tegtCD h ^ V:;^ ^ t ^!^^ 

2 9. BS S P 6ita^^COr^tg^^J|$^/-y ^y^Try h-^^^, 

3 0. ft*ill. 3. 5. 7. 9, 11, 1 3*;^cfSl 5C0VN-rtL;0^1ot::fEtt 

113 OtBSc^^rCl^, 

3 2. \i hu^cDUikmm^mmmi . a. 7. 9. 11, la^^ttis 

K-^^PM-r^^ir^^tf. 1**311, 3. 5. 7. 9. 11. 13^fcttl 
3 3. ftjfc^l, 3. 5. 7, 9. 11, 1 3*/ciftl 5C0V>-rtL/?)^lo}C|B«t 

20 ^-m^-r^^jmo 

3 4. t»*XIl, 5, 7, 1 Si^fzi-il 5(D\,^-riri^^l^\z.mm.(Di^>'y<^m, 

teti^$:<!r(cj;(9. Itf^'^^OB S S P 6 ^ L< tt^(7)Sff>^-:^SJ^;$-ti:. ^^uytf-:/ 
K-f i'^iil^^MtB-t-S. Itfl^^cDB S S P 6 ^ L< tt-^(DSff>i-^^|iJ^f -S^feo 
3 5. tmmi. 5. 7. 1 3^:/::(ii 5l:i|EicOi? L< («cDt|fr>f 

{z.M-r^^j ^r^^-'Tjum^-^tniyfsvy^u^'tjui^mzMx.x. mmtB s s 

P 6 tmi^^<DB S S P 6 L< {i^(^if)t<i:^lt^6^}CSiJ;$-ti:, irii^tRJt 
\^tLmmtB S S P 6 0»7i)^e>^#:tt^cDB S S P 6 -J, it^(Dm)i(Dm^^tii 
-r^. ^^^^^OB S S P 6 t U< tt^(7)ir>i-^«iJ^-r'5^?£o 
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3 6. m^:^^^i^m-<:h^, tt^ltJS 3 3 — 3 5 C^)V^-m/5^ 1 o(c:iE«c(7>:^i'£o 

3 7. 1*31^311, 3, 5. 7, 9. 11, 1 3^fc{il 5cDV^■f;h.;6^1o^Clfe*t 
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SEQUENCE LISTING 

<110> Fuso Pharmaceutical Industries Ltd. 
<120> Novel serine protease BSSP6 
<130> 661641 

<150> JP 10-347802 
<151> 1998-11-20 
<160> 39 

<210> 1 
<211> 1301 
<212> DNA 
<213> human 

<400> 1 

ctgccttgct ccacacctgg tcaggggaga gaggggagga aagccaaggg aagggaccta 60 
actgaaaaca aacaagctgg gagaagcagg aatctgcgct cgggttccg 109 

tgg ctg egg gac tgg aag tea teg ggc aga ggt 160 
Trp Leu Arg Asp Trp Lys Ser Ser Gly Arg Gly 

-45 -40 
act ggg gcc cgc tec tec ccc etc cag gcc atg 211 
Pro Gly Ala Arg Ser Ser Pro Leu Gin Ala Met 

-30 -25 
ctg ctt get ctg gca aca ggg ctt gta ggg gga 262 
Leu Leu Ala Leu Ala Thr Gly Leu Val Gly Gly 

-10 -5 
ggg ttc gag tgc aag cct cac tec cag ccc tgg 313 
Gly Phe Glu Cys Lys Pro His Ser Gin Pro Trp 



cag atg cag 
Met Gin 

etc aca./ gca 
Leu Thr Ala 
-35 

agg att ctg 
Arg He Leu 
-20 

gag acc agg 
Glu Thr Arg 



agg ttg agg 
Arg Leu Arg 

-50 
■goG aag gaa 
Ala Lys Glu 

cag tta ate 
Gin Leu lie 
-15 

ate ate aag 
He He Lys 
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-11 5 10 

cag gca gcc ctg ttc gag aag acg egg eta etc tgt ggg gcg acg etc ate 364 

Gin Ala Ala Leu Phe Glu Lys Thr Arg Leu Leu Cys Gly Ala Thr Leu He 

15 20 25 30 

gcc ccc aga tgg cte ctg aca gca gee cac tgc etc aag ccc cgc tac ata 415 

Ala Pro Arg Trp Leu Leu Thr Ala Ala His Cys Leu Lys Pro Arg Tyr He 

35 40 45 

gtt cac ctg ggg cag cac aac etc cag aag gag gag ggc tgt gag cag ace 466 

Val His Leu Gly Gin His Asn Leu Gin Lys Glu Glu Gly Cys Glu Gin Thr 

50 55 60 65 

egg aca gcc act gag tec ttc ccc eac ccc ggc ttc aac aac age etc ccc 517 

Arg Thr Ala Thr Glu Ser Phe Pro His Pro Gly Phe Asn Asn Ser Leu Pro 

70 75 80 

aac aaa gae eac ege aat gac ate atg ctg gtg aag atg gca teg eca gtc 568 

Asn Lys Asp His Arg Asn Asp He Met Leu Val Lys Met Ala Ser Pro Val 

85 90 95 

tec ate ace tgg get gtg cga ccc etc acc etc tec tea cgc tgt gtc act 619 

Ser lie Thr Trp Ala Val Arg Pro Leu Thr Leu Ser Ser Arg Cys Val Thr 
100 105 no 115 

get ggc acc age tgc etc att tec ggc tgg ggc age acg tee age ccc cag 670 

Ala Gly Thr Ser Cys Leu He Ser Gly Trp Gly Ser Thr Ser Ser Pro Gin 

120 125 130 

tta cgc ctg ect cac acc ttg cga tgc gcc aac ate acc ate att gag cac 721 

Leu Arg Leu Pro His Thr Leu Arg Cys Ala Asn He Thr He He Glu His 

135 140 145 150 

cag aag tgt gag aac gcc tac ccc ggc aac ate aca gae acc atg gtg tgt 772 

Gin Lys Cys Glu Asn Ala Tyr Pro Gly Asn He Thr Asp Thr Met Val Cys 

155 160 165 

gcc age gtg cag gaa ggg ggc aag gac tec tgc cag ggt gac tec ggg ggc 823 



(USPtO) 



wo 00/31257 PCT/JP99/06476 

3/24 

Ala Ser Val Gin Glu Gly Gly Lys Asp' Ser Cys Gin Gly Asp Ser Gly Gly 

170 175 180 

cct ctg gtc tgt aac cag tct ctt caa ggc att ate tec tgg ggc eag gat 874 

Pro Leu Val Cys Asn Gin Ser Leu Gin Gly He He Ser Trp Gly Gin Asp 

185 190 195 200 

ccg tgt gcg ate acc cga aag cct ggt gtc tac acg aaa gtc tgc aaa tat 925 

Pro Cys Ala lie Thr Arg Lys Pro Gly Val Tyr Thr Lys Val Cys Lys Tyr 

205 210 215 

gtg gac tgg ate cag gag acg atg aag aac aat tagactggac ccacccacca 978 

Val Asp Trp He Gin Glu Thr Met Lys Asn Asn 

220 225 



cagcccatca 


ccctccattt 


ccacttggtg 


tttggttcct 


gttcactctg 


ttaataagaa 


1038 


accctaagcc 


aagaccctct 


acgaacattc 


tttgggcctc 


ctggactaca 


ggagatgctg 


1098 


tcacttaata 


atcaacctgg 


ggttcgaaat 


cagtgagacc 


tggattcaaa 


ttctgccttg 


1158 


aaatattgtg 


actctgggaa 


tgacaacacc 


tggtttgttc 


tctgttgtat 


ccccagcccc 


1218 


aaagacagct 


cctggccata 


tatcaaggtt 


tcaataaata 


tttgctaaat 


gaaaaaaaaa 


1278 


aaaaaaaaaa 


aaaaaaaaaa 


aaa 








1301 



<210> 2 
<211> 282 
<212> PRT 
<213> human 

<400> 2 

Met Gin Arg Leu Arg Trp Leu Arg Asp Trp Lys Ser Ser Gly Arg Gly 
-50 -45 -40 

Leu Thr Ala Ala Lys Glu Pro Gly Ala Arg Ser Ser Pro Leu Gin Ala Met 

-35 -30 -25 

Arg lie Leu Gin Leu lie Leu Leu Ala Leu Ala Thr Gly Leu Val Gly Gly 
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-20 -15 -10 -5 

Glu Thr Arg lie He Lys Gly Phe Glu Cys Lys Pro His Ser Gin Pro Trp 

-11.5 10 
Gin Ala Ala Leu Phe Glu Lys Thr Arg Leu Leu Cys Gly Ala Thr Leu lie 

15 20 25 30 

Ala Pro Arg Trp Leu Leu Thr Ala Ala His Cys Leu Lys Pro Arg Tyr He 

35 40 45 

Val His Leu Gly Gin His Asn Leu Gin Lys Glu Glu Gly Cys Glu Gin Thr 
50 55 60 65 

Arg Thr Ala Thr Glu Ser Phe Pro His Pro Gly Phe Asn Asn Ser Leu Pro 

70 75 80 

Asn Lys Asp His Arg Asn Asp lie Met Leu Val Lys Met Ala Ser Pro Val 

85 90 95 

Ser lie Thr Trp Ala Val Arg Pro Leu Thr Leu Ser Ser Arg Cys Val Thr 
100 105 no 115 

Ala Gly Thr Ser Cys Leu He Ser Gly Trp Gly Ser Thr Ser Ser Pro Gin 

120 125 130 

Leu Arg Leu Pro His Thr Leu Arg Cys Ala Asn He Thr lie He Glu His 
135 140 145 150 

Gin Lys Cys Glu Asn Ala Tyr Pro Gly Asn He Thr Asp Thr Met Val Cys 

155 160 165 

Ala Ser Val Gin Glu Gly Gly Lys Asp Ser Cys Gin Gly Asp Ser Gly Gly 

170 175 180 

Pro Leu Val Cys Asn Gin Ser Leu Gin Gly He He Ser Trp Gly Gin Asp 
185 190 195 200 

Pro Cys Ala He Thr Arg Lys Pro Gly Val Tyr Thr Lys Val Cys Lys Tyr 

205 210 215 

Val Asp Trp He Gin Glu Thr Met Lys Asn Asn 
220 225 
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<210> 3 
<211> 1323 
<212> DNA 
<213> mouse 

<400> 3 

ccacatctga ctagggaagt aaggcgaagg aggcccatgg aagaaaaatc taaatgaaaa 60 
cataagctag gagaactgag gcttcaaacc tgaagctatc ta atg agg agg ctg aag 117 

Met Arg Arg Leu Lys 
-45 

agt gac tgg aaa tta tct aca gaa acc agg gaa cct ggc gcc cgc cct gcc 168 

Ser Asp Trp Lys Leu Ser Thr Glu Thr Arg Glu Pro Gly Ala Arg Pro Ala 

-40 -35 -30 

eta etc cag gcc agg atg att etc cga etc att gca ett get ctg gta aca 219 

Leu Leu Gin Ala Arg Met lie Leu Arg Leu He Ala Leu Ala Leu Val Thr 

-25 -20 -15 -10 

ggg cac gta ggg gga gag acg agg ate ate aag ggt tat gag tgc agg ect 270 

Gly His Val Gly Gly Glu Thr Arg lie He Lys Gly Tyr Glu Cys Arg Pro 

-5 -11 5 

cac tea cag eea tgg cag gtg gcc etc ttt cag aag aca egg ctt etc tgt 321 

His Ser Gin Pro Trp Gin Val Ala Leu Phe Gin Lys Thr Arg Leu Leu Cys 

10 15 20 25 

ggg gca ace etc ate gee cce aaa tgg etc ctg aca gca gcc cac tgc cgc 372 

Gly Ala Thr Leu He Ala Pro Lys Trp Leu Leu Thr Ala Ala His Cys Arg 

30 35 40 

aag cce cat tac gtg ate etc ctt gga gag cac aat eta gag aag aca gac 423 

Lys Pro His Tyr Val He Leu Leu Gly Glu His Asn Leu Glu Lys Thr Asp 

45 50 55 60 
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ggc tgt gag cag agg egg atg gcc act gag tec ttc cec cac eee gac tte 474 

Gly Cys Glu Gin Arg Arg Met Ala Thr Glu Ser Phe Pro His Pro Asp Phe 

65 70 75 

aac aac age etc ccc aac aaa gac cac egg aat gac ata atg ett gtg aag 525 

Asn Asn Ser Leu Pro Asn Lys Asp His Arg Asn Asp lie Met Leu Val Lys 

80 85 90 

atg teg tet ccc gtc tte ttt ace cga get gtg cag eca etc ace ctg tee 576 

Met Ser Ser Pro Val Phe Phe Thr Arg Ala Val Gin Pro Leu Thr Leu Ser 

95 100 105 110 

cea cac tgt gtc get gea gge ace age tge etc att tet gga tgg ggc ace 627 

Pro His Cys Val Ala Ala Gly Thr Ser Cys Leu He Ser Gly Trp Gly Thr 

115 120 125 

aeg tec age ccc cag ttg cgc ctg cet cat tec ttg cga tgt gcc aat gtc 678 

Thr Ser Ser Pro Gin Leu Arg Leu Pro His Ser Leu Arg Cys Ala Asn Val 
130 135 140 145 

tec ate ate gaa cac aag gag tgt gag aag gee tae ccg gge aac ate aca 729 

Ser He lie Glu His Lys Glu Cys Glu Lys Ala Tyr Pro Gly Asn He Thr 

150 155 160 

gac ace atg ctg tgc gcc agt gtt egg aaa gag ggc aag gac tee tgt eag 780 

Asp Thr Met Leu Cys Ala Ser Val Arg Lys Glu Gly Lys Asp Ser Cys Gin 

165 170 175 

ggt gac tet gga ggc ccc ctg gtc tgc aac gga tet ett caa ggc ate ate 831 

Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly Ser Leu Gin Gly He He 
180 185 190 195 

tec tgg ggt cag gac eca tgt gee gtc acc aga aag cet ggt gtc tat aca 882 

Ser Trp Gly Gin Asp Pro Cys Ala Val Thr Arg Lys Pro Gly Val Tyr Thr 

200 205 210 

aaa gtc tge aaa tae ttt aac tgg ate cac gag gtt atg agg aac aat 930 

Lys Val Cys Lys Tyr Phe Asn Trp He His Glu Val Met Arg Asn Asn 
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215 


220 225 






tagaggggac 


ctgcttccca ccacccaacc cctccaacct cttcttaatg 


ctttgacttc 


990 


tcttcattct 


gccctaagaa gtcctcagct gggaccctgg catgtactct 


ctccgaccca 


1050 


ccatgagtat 


agtataggga tgctctaact tgatgatcga cctggggcct 


ggaatcaaat 


1110 


cctgacttga 


actaaattgt gactctggac atgatcacca ctggttttgt 


ttgtttggtt 


1170 


gttttttgtt 


ttgttttgtt ttgttcccag ctttgaagac agtccctggc 


atatcccagg 


1230 


gtttcaataa 


atatttgtta aatgataaaa aaaaaaaaaa aaaaaaaaaa 


aaaaaaaaaa 


1290 


aaaaaaaaaa 


aaaaaaaaaa aaaaaaaaaa aaa 




1323 



<210> 4 
<211> 276 
<212> PRT 
<213> mouse 

<400> 4 

Met Arg Arg Leu Lys 
-45 

Ser Asp Trp Lys Leu Ser Thr Glu Thr Arg Glu Pro Gly Ala Arg Pro Ala 

. ■ ^40 -35 

Leu Leu Gin Ala Arg Met He Leu Arg Leu lie Ala Leu Ala Leu Val Thr 
-25 -20 -15 -10 

Gly His Val Gly Gly Glu Thr Arg lie He Lys Gly Tyr Glu Cys Arg Pro 

-5 -11 5 

His Ser Gin Pro Trp Gin Val Ala Leu Phe Gin Lys Thr Arg Leu Leu Cys 

10 15 20 25 

Gly Ala Thr Leu He Ala Pro Lys Trp Leu Leu Thr Ala Ala His Cys Arg 

30 . 35 40 

Lys Pro His Tyr Val lie Leu Leu Gly Glu His Asn Leu Glu Lys Thr Asp 
45 50 55 60 
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Gly Cys Glu Gin Arg Arg Met Ala Thr Glu Ser Phe Pro His Pro Asp Phe 

65 70 75 

Asn Asn Ser Leu Pro Asn Lys Asp His Arg Asn Asp He Met Leu Val Lys 

80 85 90 

Met Ser Ser Pro Val Phe Phe Thr Arg Ala Val Gin Pro Leu Thr Leu Ser 

95 100 105 110 

Pro His Cys Val Ala Ala Gly Thr Ser Cys Leu He Ser Gly Trp Gly Thr 

115 120 125 

Thr Ser Ser Pro Gin Leu Arg Leu Pro His Ser Leu Arg Cys Ala Asn Val 
130 135 140 145 

Ser lie He Glu His Lys Glu Cys Glu Lys Ala Tyr Pro Gly Asn He Thr 

150 155 160 

Asp Thr Met Leu Cys Ala Ser Val Arg Lys Glu Gly Lys Asp Ser Cys Gin 

165 170 175 

Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly Ser Leu Gin Gly He He 
180 185 190 195 

Ser Trp Gly Gin Asp Pro Cys Ala Val Thr Arg Lys Pro Gly Val Tyr Thr 

,,,., 200 205 210 

Lys Val Cys Lys Tyr Phe Asn Trp He His Glu Val Met Arg Asn Asn 
215 220 225 

<210> 5 
<211> 934 
<212> DNA 
<213> human 



<400> 5 

actgggactc aagagaggaa cctggggccc gctcctcccc cctccaggcc 



50 
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atg agg att ctg cag tta ate ctg ctt get ctg gca aca ggg ctt gta ggg 101 
Met Arg He Leu Gin Leu He Leu Leu Ala Leu Ala Thr Gly Leu Val Gly 
-20 -15 -10 -5 

gga gag ace agg ate ate aag ggg tte gag tge aag cot cac tec cag cce 152 
Gly Glu Thr Arg lie He Lys Gly Phe Glu Cys Lys Pro His Ser Gin Pro 

-11 5 10 

tgg cag gca gee etg tte gag aag aeg egg eta etc tgt ggg geg aeg etc 203 
Trp Gin Ala Ala Leu Phe Glu Lys Thr Arg Leu Leu Cys Gly Ala Thr Leu 
15 20 25 30 

ate gee ecc aga tgg etc etg aca gca gee cac tge etc aag ecg tgg gtg 254 
He Ala Pro Arg Trp Leu Leu Thr Ala Ala His Cys Leu Lys Pro Trp Val 

35 40 45 

tea etc aec tet cce ace cat gte tec ecc gae ett tec tec tec aac tac 305 
Ser Leu Thr Ser Pro Thr His Val Ser Pro Asp Leu Ser Ser Ser Asn Tyr 

50 55 60 

tgt etc tee cac etc age cgc tac ata gtt cac etg ggg cag cac aac etc 356 
Cys Leu Ser His Leu Ser Arg Tyr He Val His Leu Gly Gin His Asn Leu 

65 70 75 80 

cag aag gag gag gge tgt gag cag ace egg aca gee act gag tec tte ecc 407 
Gin Lys Glu Glu Gly Cys Glu Gin Thr Arg Thr Ala Thr Glu Ser Phe Pro 

85 90 95 

cac cce gge tte aac aac age etc cce aac aaa gac cac cgc aat gac ate 458 
His Pro Gly Phe Asn Asn Ser Leu Pro Asn Lys Asp His Arg Asn Asp He 
100 105 110 115 

atg ctg gtg aag atg gca teg cca gte tec ate ace tgg get gtg cga cce 509 
Met Leu Val Lys Met Ala Ser Pro Val Ser He Thr Trp Ala Val Arg Pro 

120 125 130 

etc ace etc tec tea cgc tgy gte act get gge aec age tge etc att tee 560 
Leu Thr Leu Ser Ser Arg Cys Val Thr Ala Gly Thr Ser Cys Leu He Ser 
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135 140 145 

ggc tgg ggc age acg tec age ccc cag tta cgc etg ect cac acc ttg cga 611 

Gly Trp Gly Ser Thr Ser Ser Pro Gin Leu Arg Leu Pro His Thr Leu Arg 

150 155 160 165 

tgc gee aac ate acc ate att gag eac cag aag tgt gag aac gee tac ccc 662 

Cys Ala Asn He Thr He He Glu His Gin Lys Cys Glu Asn Ala Tyr Pro 

170 175 180 

ggc aac ate aea gac aec atg gtg tgt gee age gtg cag gaa ggg ggc aag 713 

Gly Asn He Thr Asp Thr Met Val Cys Ala Ser Val Gin Glu Gly Gly Lys 
185 190 195 200 

gac tec tgc cag ggt gac toe ggg ggc ect ctg gtc tgt aac cag tct ctt 764 

Asp Ser Cys Gin Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gin Ser Leu 

205 210 215 

caa ggc att ate tec tgg ggc cag gat ccg tgt gcg ate acc cga aag ect 815 

Gin Gly He He Ser Trp Gly Gin Asp Pro Cys Ala He Thr Arg Lys Pro 

220 225 230 

ggt gtc tac acg aaa gtc tgc aaa tat gtg gac tgg ate cag gag acg atg 866 

Gly Val Tyr Thr Lys Val .Cys Lys Tyr Val Asp Trp He Gin Glu Thr Met 

235' 240 245 250 

aag aac aat tagactggae ecacccacea cageccatca ecctccattt ecacttggtg 925 
Lys Asn Asn 

tttggttcc 934 

<210> 6 
<211> 275 
<212> PRT 
<213> human 
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<400> 6 

Met Arg He Leu Gin Leu lie Leu Leu Ala Leu Ala Thr Gly Leu Val Gly 
-20 -15 -10 -5 

Gly Glu Thr Arg He lie Lys Gly Phe Glu Cys Lys Pro His Ser Gin Pro 

-11 5 10 

Trp Gin Ala Ala Leu Phe Glu Lys Thr Arg Leu Leu Cys Gly Ala Thr Leu 
15 20 25 30 

lie Ala Pro Arg Trp Leu Leu Thr Ala Ala His Cys Leu Lys Pro Trp Val 

35 40 45 

Ser Leu Thr Ser Pro Thr His Val Ser Pro Asp Leu Ser Ser Ser Asn Tyr 

50 55 60 

Cys Leu Ser His Leu Ser Arg Tyr He Val His Leu Gly Gin His Asn Leu 
65 70 75 80 

Gin Lys Glu Glu Gly Cys Glu Gin Thr Arg Thr Ala Thr Glu Ser Phe Pro 

85 90 95 

His Pro Gly Phe Asn Asn Ser Leu Pro Asn Lys Asp His Arg Asn Asp He 
100 105 110 115 

Met Leu Val Lys, Met Ala Ser Pro Val Ser He Thr Trp Ala Val Arg Pro 
' ' 120 125 130 

Leu Thr Leu Ser Ser Arg Cys Val Thr Ala Gly Thr Ser Cys Leu He Ser 

135 140 145 

Gly Trp Gly Ser Thr Ser Ser Pro Gin Leu Arg Leu Pro His Thr Leu Arg 
150 155 160 165 

Cys Ala Asn He Thr He He Glu His Gin Lys Cys Glu Asn Ala Tyr Pro 

170 175 180 

Gly Asn He Thr Asp Thr Met Val Cys Ala Ser Val Gin Glu Gly Gly Lys 
185 190 195 200 

Asp Ser Cys Gin Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gin Ser Leu 
205 210 215 



1 
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Gin Gly lie lie Ser Trp Gly Gin Asp Pro Cys Ala lie Thr Arg Lys Pro 

220 225 230 

Gly Val Tyr Thr Lys Val Cys Lys Tyr Val Asp Trp lie Gin Glu Thr Met 
235 240 245 250 

Lys Asn Asn 



<210> 7 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 
<400> 7 

aagcttggct agcaacacca tgaatctact cctgatcctt acctttgttg ctgctgctgt 60 
tgctgccccc tttgacgacg atgacaagga tccgaattc 99 

<210> 8 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 
<400> 8 

gaattcggat ccttgtcatc gtcgtcaaag ggggcagcaa cagcagcagc aacaaaggta 60 
aggatcagga gtagattcat ggtgttgcta gccaagctt 99 



<210> 
<211> 



9 
15 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
sequence 

<400> 9 

ttggtgcatg gcgga 25 

<210> 10 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
sequence 

<400> 10 

-tcdt'cgagac ttggcctgaa tggtttt 27 

<210> 11 

<211> 35 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pSecTrypHis/Neurosin 



<400> 11 
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gcgctagcag atctccatga atctactcct gatcc 

<210> 12 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pSecTrypHis/Neurosin 

<400> 12 

tgaagcttgc catggaccaa cttgtcatc 29 

<210> 13 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTrypHis 

<400> 13 

ccaagcttca ccatcaccat caccat 26 

<210> 14 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTrypSigTag 



<400> 14 

gcacagtcga ggctgat 

<210> 15 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pFBTrypSigTag 

<400> 15 

caaatgtggt atggctg 

<210> 16 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify active hBSSP6-encoding 
sequence 

<400> 16 

atcatcaagg gttatgagtg 20 



<210> 17 
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<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify active hBSSP6-encodi 
sequence 

<400> 17 

cggaattcgc attaagaaga ggttggag 28 

<210> 18 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6Fl for RACE 
for human BSSP6 (forward) 

<400> 18 

tcaagccccg ctacatagtt 20 

<210> 19 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6F2 for RACE 
for human BSSP6 (forward) 



wo 00/31257 

<400> 19 

atcatgctgg tgaagatggc 

<210> 20 
<211> 20 
<212> DNA 
<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6F3 to amplify 
full-length human brain BSSP6-encoding mRNA (forward) 

<400> 20 

ggactcaaga gaggaacctg 20 

<210> 21 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220>. ■ ■ ' 

<223> Designed oligonucleotide primer designated as hBSSP6F4 to amplify 
mature human BSSP6-encoding region (forward) 

<400> 21 

atcatcaagg ggttcgagtg 20 

<210> 22 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Designed oligonucleotide primer designated as hBSSP6F5 to amplify 
full-length human prostate BSSP6-encoding mRNA (forward) 

<400> 22 

ctgccttgct ccacacctgg 20 

<210> 23 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6Rl for RACE 
for human BSSP6 (reverse) 

<400> 23 

ttctcacact tctggtgctc 20 

<210> 24 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6R2 for RACE 
for human BSSP6 (reverse) 



<400> 24 

atggtgtctg tgatgttgcc 



20 
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<210> 25 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6R3/P to 
amplify full-length human BSSP6-encoding mRNA (reverse) 

<400> 25 

aactgcagga accaaacacc aagtgg 26 

<210> 26 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6Fl for RACE 
for mouse BSSP6 (forward) 

<400> 26 

cgacttcaac aacagcctcc 20 

<210> 27 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6F2 for RACE 
for mouse BSSP6 (forward) 
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<400> 27 

cttctttacc cgagctgtgc 20 

<210> 28 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6F3 to amplify 
full-length mouse prostate BSSP6-encoding mRNA (forward) 



<210> 29 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6F4 to amplify 
mature mouse BSSP6-encoding region (forward) 



<400> 28 



taagctagga gaactgaggc 



20 



<400> 29 



atcaagggtt atgagtgc 



18 



<210> 30 
<211> 19 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6F5 to amplify 
full-length mouse brain BSSP6-encoding mRNA (forward) 

<400> 30 

cttacaggct tggggattg jg 

<210> 31 
<211> 
<212> DNA 

<213> Artificial Sequence 
<220> 20 

<223> Designed oligonucleotide primer designated as raBSSP6Rl for RACE 
for mouse BSSP6 (reverse) 

<400> 31 

gatgatgcct tgaagagatc 20 

<210> 32 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6R2 for RACE 
for mouse BSSP6 (reverse) 

<400> 32 

catggtgtct gtgatgttgc c 2i 
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<210> 33 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP6R3/E to 
amplify full-length mouse BSSP6-encoding mRNA (reverse) 



<210> 34 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP6R3 to amplify 
a portion of BSSP6 variant type-encoding mRNA from human prostatic 
cancer cell line PC-3 (reverse) 



<210> 35 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 



<400> 33 



cggaattcgc attaagaaga ggttggag 



28 



<400> 34 



atggtgtctg tgatgttgcc 



20 
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<223> Designed oligonucleotide primer designated as hBSSP6F7 to amplify 
a portion of human BSSP6-encoding mRNA (forward) 

<400> 35 

cctcaagccg tgggtgtcac 20 

<210> 36 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify conserved region of 

serin proteases-encoding sequence 

<220> 

<221> UNSURE 
<222> 9, 12 

<223> n IS a, c, g or t. 
<400> 36 

gtgctcacng cngcbcaytg 20 

<210> 37 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify conserved region of 

serin proteases-encoding sequence 

<220> 



0) 
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<221> UNSURE 



<222> 12, 15 



<223> n is a. 



c, g or t. 



<400> 37 



ccvctrwsdc cnccnggcga 



20 



<210> 38 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pTrypHis 
<400> 38 

AAGCTTGGCT AGCAACACCA TGAATCTACT CCTGATCCTT ACCTTTGTTG CTGCTGCTGT 60 
TGCTGCCCCC TTTCACCATC ACCATCACCA TGACGACGAT GACAAGGATC CGAATTC 117 

<210> 39 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pTrypHis 



<400> 39 

GAATTCGGAT CCTTGTCATC GTCGTCATGG TGATGGTGAT GGTGAAAGGG GGCAGCAACA 60 
GCAGCAGCAA CAAAGGTAAG GATCAGGAGT AGATTCATGG TGTTGCTAGC CAAGCTT 117 
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